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ABSTRACT: Ribonuclease HI from the psychrotrophic bacterium Shewanella oneidensis MR-1 (So-RNase
HI) is much less stable than Escherichia coli RNase HI (Ec-RNase HI) by 22.4 °C in Tm and 12.5 kJ
mol-1 in ∆G(H2O), despite their high degrees of structural and functional similarity. To examine whether
the stability of So-RNase HI increases to a level similar to that of Ec-RNase HI via introduction of several
mutations, the mutations that stabilize So-RNase HI were identified by the suppressor mutation method
and combined. So-RNase HI and its variant with a C-terminal four-residue truncation (154-RNase HI)
complemented the RNase H-dependent temperature-sensitive (ts) growth phenotype of E. coli strain
MIC3001, while 153-RNase HI with a five-residue truncation could not. Analyses of the activity and
stability of these truncated proteins suggest that 153-RNase HI is nonfunctional in vivo because of a
great decrease in stability. Random mutagenesis of 153-RNase HI using error-prone PCR, followed by
screening for the revertants, allowed us to identify six single suppressor mutations that make 153-RNase
HI functional in vivo. Four of them markedly increased the stability of the wild-type protein by 3.6-6.7
°C in Tm and 1.7-5.2 kJ mol-1 in ∆G(H2O). The effects of these mutations were nearly additive, and
combination of these mutations increased protein stability by 18.7 °C in Tm and 12.2 kJ mol-1 in ∆G(H2O).
These results suggest that several residues are not optimal for the stability of So-RNase HI, and their
replacement with other residues strikingly increases it to a level similar to that of the mesophilic counterpart.

Psychrophiles and psychrotrophs are defined as microor-
ganisms that can grow even at around 0 °C (1). These
microorganisms usually produce cold-adapted enzymes,
which are characterized by increased activity at low tem-
peratures and decreased stability as compared to those of
their mesophilic counterparts (2–5). These enzymes share
various structural features, such as a reduced number of ion
pairs and hydrogen bonds, weakened hydrophobic interac-
tions and packing at the core, an increased fraction of
nonpolar surface area, a reduced surface hydrophilicity, a
reduced helix stability, and a reduced number of the proline
residues at the loop regions. However, the cold-adaptation
mechanism of these enzymes remains to be fully understood.
One of the promising strategies for understanding this
mechanism is to construct the stabilized mutants of a given
psychrophilic or psychrotrophic enzyme and analyze their
stabilization mechanism. These studies enable us to identify
conformational defects that make cold-adapted enzymes
unstable. Directed evolution is a technique that mimics

natural selection, enabling evolution and adaptation of
enzymes under controlled conditions with well-defined
pressures (6–10). The suppressor mutation method is similar
to this technique (11). In this method, a mutant enzyme with
decreased activity or stability is first constructed. Then,
random mutagenesis is introduced into this mutant enzyme,
and the resultant large mutant enzyme libraries are screened
for the second-site revertants. Finally, the suppressor muta-
tions identified in the second-site revertants are introduced
into the wild-type enzyme. This method has been used to
construct the Escherichia coli ribonuclease HI (Ec-RNase
HI)1 variants with increased stability (12) and Thermus
thermophilus RNase HI (Tt-RNase HI) variants with en-
hanced activity (13). E. coli strain MIC3001 with rnh-339::cat
and recB270(Ts), which shows an RNase H-dependent
temperature-sensitive (ts) growth phenotype (14), was used
for these purposes. We used this method to construct the
thermostabilized mutants of RNase HI from the psy-
chrotrophic bacterium Shewanella oneidensis MR-1 (So-
RNase HI).

RNase H (EC 3.1.26.4) is an enzyme that specifically
cleaves the RNA strand of RNA-DNA hybrids (15). The
enzyme is widely present in bacteria, archaea, eukaryotes,
and retroviruses (16). These enzymes are involved in DNA
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replication, repair, and transcription (17–23). So-RNase HI
is a monomeric protein with 158 amino acid residues, and
its amino acid sequence is 67% identical to that of its
mesophilic counterpart, Ec-RNase HI, the structures and
functions of which have been extensively studied (24). The
crystal structure of So-RNase HI has been determined (25).
This structure closely resembles that of Ec-RNase HI.
Nevertheless, So-RNase HI is much less stable than Ec-
RNase HI by 22.4 °C in Tm and 12.5 kJ mol-1 in ∆G(H2O)
(25). So-RNase HI is stabilized by 5.6 °C in Tm and 4.7 kJ
mol-1 in ∆G(H2O) by introducing an ion pair network into
the region in which the C-terminal region of the �B strand
interacts with �A, �C, and RV (25). This ion pair network
is not present in So-RNase HI but is present in Ec-RNase
HI. However, these values account for only one-third to one-
fourth of the difference in stability between So-RNase HI
and Ec-RNase HI.

Here we report that four of the six single mutations
identified by the suppressor mutation method significantly
increase the stability of So-RNase HI by 3.6-6.7 °C in Tm

and 1.7-5.2 kJ mol-1 in ∆G(H2O). Two other mutations
also stabilize the protein, but only slightly. We also report
that the effects of these mutations are additive, and simul-
taneous introduction of these four thermostabilizing muta-
tions strikingly increase the stability of So-RNase HI by 18.7
°C in Tm and 12.2 kJ mol-1 in ∆G(H2O). These values are
comparable to those between So-RNase HI and Ec-RNase
HI.

MATERIALS AND METHODS

Cells and Plasmid. E. coli MIC3001 [F-, supE44, supF58,
lacY1 or ∆(lacIZY)6, trpR55, galK2, galT22, metB1,
hsdR14(rK

-mK
+), rnhA339::cat, recB270] (14) and E. coli

MIC2067[F-,λ-,IN(rrnD-rrnE)1,rnhA339::cat,rnhB716::kam]
(18) were kindly donated by M. Itaya. λDE3 lysogens of
these strains, E. coli MIC3001(DE3) and MIC2067(DE3),
were previously constructed in our laboratory (26). Plasmid
pET500M for overproduction of So-RNase HI was also
previously constructed in our laboratory (25).

PCR. PCR was carried out with GeneAmp PCR system
2400 (GE Healthcare) using KOD polymerase (Toyobo),
according to the procedure recommended by the supplier,
except for error-prone PCR. Error-prone PCR was carried
out using Taq DNA polymerase as described previously
(27, 28) with slight modifications. It was carried out in the
presence of 0.4-0.5 mM MnCl2 to increase the error rate
using GeneAmp PCR system 2400 at 94 °C for 30 s, 55 °C
for 30 s, and 72 °C for 1 min for 30 cycles. The nucleotide
sequences of the PCR products were determined or confirmed
with a Prism 310 DNA sequencer (GE Healthcare). All
oligonucleotides were synthesized by Hokkaido System
Science.

Plasmid Construction. Plasmid pET500MC with a unique
ClaI site was constructed by introducing this ClaI site into the 3′-
terminal region of the So-RNase HI gene by changing the codon
for Ile150 from ATA to ATC by PCR. The sequences of the PCR
primers are 5′-AAGAAGGAGATATACATATGACTGAGCT-
CAAACT-3′ for the 5′-primer and 5′-GCGCGTCGACTTAA-
GACTCCGCCTGATAGCCAGTATCGATTTGCGTCGG-3′ for
the 3′-primer, where underlined bases make up the NdeI (5′-
primer) and SalI (3′-primer) sites and boldface bases make up

the ClaI site. Plasmid pET500M was used as a template.
Plasmids pET500MC157, pET500MC156, pET500MC155,
pET500MC154, and pET500MC153 were constructed by
replacing the NdeI-SalI fragment of pET500M containing the
So-RNase HI gene with those containing the genes encoding
157-, 156-, 155-, 154-, and 153-RNase HI, respectively. These
genes were amplified by PCR using the 5′-primer mentioned
above and the 3′-primers designed such that a termination codon
(TAA) is introduced into appropriate positions.

Random Mutagenesis and Screening. Random mutations
were introduced into the 153-RNase HI gene by error-prone
PCR using the primers used to amplify the 153-RNase HI
gene. Plasmid pET500MC153 was used as a template.
Amplified DNA fragments were digested with NdeI and SalI
and ligated with the large NdeI-SalI fragment of pET500M
in generating a library of the pET500MC153 derivatives.

The resultant library of the pET500MC153 derivatives was
used to transform E. coli MIC3001(DE3) to screen for the
revertants that restore the ability of 153-RNase HI to
complement the ts growth phenotype of this strain. The
transformants were spread on LB-agar plates with 50 mg/L
ampicillin and 30 mg/L chroramphenicol, and these plates
were incubated at both 30 and 42 °C. The colonies grown
at 42 °C were selected as revertants, and the plasmid DNA
was isolated from each clone. After confirming that each
plasmidcomplementsthetsgrowthphenotypeofMIC3001(DE3),
we determined the nucleotide sequences of the mutant 153-
RNase HI genes.

The pET500MC derivatives for overproduction of the So-
RNase HI derivatives with suppressor mutations were
constructed by replacing the NdeI-ClaI fragment of
pET500MC containing the So-RNase HI gene with those of
the pET500MC153 derivatives containing suppressor muta-
tions.

Site-Directed Mutagenesis. The genes encoding triple
mutant protein N29R/D39A/M76V-RNase HI and quadruple
mutant protein SM4-RNase HI were constructed by site-
directed mutagenesis using PCR as described previously (29).
Plasmid pET500M was used as a template. The mutagenic
primers were designed such that the codons for Asn29
(AAT), Asp39 (GAT), Met76 (ATG), and Lys90 (AAA) are
changed to those for Lys (AAG) or Arg (AGA), Gly (GGT)
or Ala (GCT), Val (GTG), and Asn (AAT), respectively.

OVerproduction and Purification. Overproduction and
purification of all mutant proteins of So-RNase HI, except
for 153-RNase HI, were carried out as described for the wild-
type protein (25). 153-RNase HI was also purified as
described for the wild-type protein, but in the presence of
10% glycerol. After purification, this mutant protein was
dialyzed against 10 mM sodium acetate (pH 5.5) to remove
glycerol. The protein concentration was determined from the
UV absorption at 280 nm assuming that the absorption
coefficient at this wavelength (2.1 for a 0.1% solution) is
not changed by the mutation.

Enzymatic ActiVity. The RNase H activity was determined
at 30 °C and pH 8.0 by measuring the radioactivity of the
acid soluble digestion product from the 3H-labeled M13
DNA-RNA hybrid, as described previously (30). The
reaction mixture contained 10 pmol of the substrate and an
appropriate amount of enzyme in 20 µL of 10 mM Tris-
HCl (pH 8.0) containing 10 mM MgCl2, 50 mM NaCl, 1
mM 2-mercaptoethanol, and 50 µg/mL BSA. One unit is
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defined as the amount of enzyme producing 1 µmol of acid
soluble material per minute. The specific activity was defined
as the enzymatic activity per milligram of protein.

Circular Dichroism. The far-UV CD spectra were recorded
on a J-725 spectropolarimeter (Japan Spectroscopic) at 4 °C.
The protein was dissolved in 10 mM sodium acetate (pH
5.5). The protein concentration and optical path length were
0.1-0.2 mg/mL and 2 mm, respectively. The mean residue
ellipticity, θ, which has units of degrees square centimeter
per decimole, was calculated by using an average amino acid
molecular weight of 110.

Thermal Denaturation. Thermal denaturation curves of So-
RNase HI and its derivatives were measured as described
previously (25). The proteins were dissolved in 10 mM
sodium acetate (pH 5.5) or the same buffer containing 1 M
GdnHCl. The protein concentration and optical path length
were 0.1-0.2 mg/mL and 2 mm, respectively. The temper-
ature of the protein solution was linearly increased by
approximately 1.0 °C/min. Thermal denaturation of these
proteins was not reversible in the absence of GdnHCl but
was reversible in the presence of 1 M GdnHCl. The
temperature of the midpoint of the transition, Tm, was
calculated from curve fitting of the resultant CD values versus
temperature data on the basis of a least-squares analysis. The
enthalpy (∆Hm) and entropy (∆Sm) changes for thermal
denaturation at Tm were calculated by van’t Hoff analysis.

Urea-Induced Denaturation. Urea-induced denaturation
curves of So-RNase HI and its derivatives were measured
at 20 °C as described previously (25). The proteins (0.1-0.2
mg/mL) were dissolved in 10 mM sodium acetate (pH 5.5)
containing 100 mM NaCl and the appropriate concentrations
of urea. The protein solution was incubated for at least 2 h
at 20 °C before the measurement. The urea-induced dena-
turation of these proteins was fully reversible. Assuming that
the unfolding equilibria of these proteins follow a two-state
mechanism, the pre- and post-transition baselines were
extrapolated linearly, and the difference in free energy
between the folded and unfolded states, ∆G, and the free
energy change of unfolding in H2O, ∆G(H2O), were calcu-
lated by the equations given by Pace (31).

RESULTS

Stabilities and ActiVities of the So-RNase HI DeriVatiVes
with C-Terminal Truncations. To analyze the effect of the
C-terminal truncation on the stability and activity of So-
RNase HI, five mutant proteins, 157-, 156-, 155-, 154-, and
153-RNase HI, in which the one, two, three, four, and five
C-terminal residues of So-RNase HI are truncated, respec-
tively, were constructed. E. coli MIC3001(DE3) transfor-
mants with pET500M derivatives for overproduction of these
mutant proteins were used to analyze whether they are
functional in vivo. If the transformants for overproduction
of a given mutant protein could grow at a nonpermissible
temperature, 42 °C, we would judge that this mutant protein
is functional in vivo. The transformants for overproduction
of all mutant proteins, except for 153-RNase HI, could grow
at 42 °C, suggesting that the C-terminal truncation of five
residues or more is sufficient to make So-RNase HI
nonfunctional in vivo.

Of the five mutant proteins, 153- and 154-RNase HI were
overproduced in E. coli and purified to give a single band

on sodium dodecyl sulfate-polyacrylamide gel electrophore-
sis (SDS-PAGE) (data not shown). The amount of protein
purified from a 1 L culture was approximately 3 mg for 153-
RNase HI and 5 mg for 154-RNase HI, both of which were
considerably smaller than the amount of wild-type protein
(∼10 mg). This is mainly due to the low production levels
of these mutant proteins as compared to that of the wild-
type protein. The far-UV CD spectra of these mutant proteins
were similar to that of the wild-type protein, suggesting that
the main chain fold of the protein is not markedly changed
by the truncation (data not shown). The specific activities
of 153- and 154-RNase HI were 20 and 50%, respectively,
of that of the wild-type protein (Table 1).

Stabilities of 153- and 154-RNase HI against thermal
denaturation were analyzed by monitoring the change in the
CD value at 220 nm. The thermal denaturation curves of
these mutant proteins measured at pH 5.5 in the absence of
GdnHCl indicate that the thermal stabilities of the wild-type
protein, 154-RNase HI, and 153-RNase HI decrease in this
order (Figure 1). Since thermal denaturation of these mutant
proteins was not reversible under any condition that was
examined, the thermodynamic parameters for unfolding of
these mutant proteins could not be determined. However,
the thermal denaturation curves of these mutant proteins were
reproducible, unless the experimental condition was seriously
changed. It is noted that So-RNase HI unfolds reversibly at
pH 5.5 in the presence of 1 M GdnHCl (25). However, 154-
and 153-RNase HI are not fully stable even at low temper-
atures in the presence of 1 M GdnHCl. From the thermal
denaturation curves shown in Figure 1, the apparent Tm

values, Tm(app), were determined to be 41.7 °C for 153-
RNase HI and 44.4 °C for 154-RNase HI, which were lower
than that of the wild-type protein by 10.0 and 7.3 °C,
respectively (Table 1). These results indicate that destabiliza-
tion by 7.3 °C in Tm is not enough to make So-RNase HI
nonfunctional in vivo, but a further decrease in stability by
2.7 °C in Tm makes it nonfunctional in vivo. We used the
gene encoding 153-RNase HI to screen for the revertants
with amino acid substitutions that restore the stability of this
mutant protein.

Identification of the Suppressor Mutations. When E. coli
MIC3001(DE3) transformants with plasmid pET500M de-
rivatives, in which random point mutations were introduced
within the 153-RNase HI gene by the error-prone PCR
methods, were examined for growth, approximately 0.5%
of the colonies grew at 42 °C. Plasmid DNAs were isolated
from 50 colonies grown at 42 °C and determined for the
DNA sequences of the mutant 153-RNase HI genes. As a
result, nine different genes encoding the 153-RNase HI
derivatives, M1-M9, were obtained. The frequencies of
these genes vary from 1 to 26. The suppressor mutations
identified in these 153-RNase HI derivatives are summarized
in Table 2. Of the nine 153-RNase HI derivatives, six
(M1-M6) contain single mutations, two (M7 and M8)
contain double mutations, and one (M9) contains tetra
mutations.

Stabilities and ActiVities of the So-RNase HI DeriVatiVes
with Suppressor Mutations. To examine whether the sup-
pressor mutations identified in the revertant mutants of 153-
RNase HI increase the stability of the wild-type protein, six
mutant proteins of So-RNase HI with single suppressor
mutations identified in M1-M6 were constructed. They are
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N29K-, D39G-, M76V-, M81T-, K90N-, and K124N-RNase
HI. All of the mutant proteins were overproduced in E. coli
in a soluble form and purified to give a single band on
SDS-PAGE (data not shown). The amounts of the mutant
proteins purified from 1 L cultures were approximately 10

mg, which is similar to that of the wild-type protein. The
far-UV CD spectra of all mutant proteins were similar to
that of the wild-type protein (data not shown), suggesting
that these mutations do not seriously affect the protein
conformation. The specific activities of the mutant proteins
are summarized in Table 1. They are similar to that of the
wild-type protein, suggesting that none of the mutations
seriously affects the enzymatic activity.

Stabilities of the mutant proteins against thermal dena-
turation were analyzed as described for 153- and 154-RNase
HI, except that the thermal denaturation curves of these
mutant proteins were measured at pH 5.5 in the presence of
1 M GdnHCl (Figure 2). Thermal denaturation of these
mutant proteins was fully reversible under this condition.
The thermodynamic parameters characterizing the thermal
denaturation curves of the wild-type and mutant proteins are
summarized in Table 1. The temperature of the midpoint of
the transition, Tm, was 30.7-37.1 °C for mutant proteins and

Table 1: Activities and Stabilities of So-RNase HI and Its Derivatives

protein

specific
activitya

(units/mg)
relative

activitya (%) Tm(app)b (°C) ∆Tm(app)b (°C) Tm
c (°C) ∆Tm

c (°C) ∆∆Gm
c (kJ mol-1) ∆Hm

c (kJ mol-1)

So-RNase HI 7.8 100 51.7 - 30.4 - - 217
154-RNase HI 3.9 50 44.4 -7.3
153-RNase HI 1.6 20 41.7 -10.0
N29K-RNase HI 6.2 79 34.0 3.6 2.6 231
D39G-RNase HI 6.5 83 36.2 5.8 4.2 244
M76V-RNase HI 6.9 89 37.1 6.7 4.8 257
M81T-RNase HI 7.3 94 30.7 0.3 0.2 225
K90N-RNase HI 7.1 91 34.5 4.1 3.0 252
K124N-RNase HI 6.1 78 31.5 1.1 0.8 246
SM4-RNase HI 5.5 70 49.1 18.7 13.5 359
N29R/D39A/M76V-RNase HI 6.2 79 44.8 14.4 10.4 332
Ec-RNase HId 9.1 120 52.8 22.4 325

a The enzymatic activity was determined at 30 °C using an M13 DNA-RNA hybrid as described in Materials and Methods. Each experiment was
carried out at least twice, and the average value is shown. Errors are within 20% of the reported values. b Thermal denaturation curves of So-RNase HI
and its truncated mutant proteins were measured at pH 5.5 in the absence of GdnHCl. Thermal denaturation of these proteins was not reversible under
this condition. The apparent melting temperature, Tm(app), is the temperature of the midpoint of the thermal denaturation transition. The difference in
the apparent melting temperature between the wild-type and mutant proteins, ∆Tm(app), is calculated as Tm(app)(mutant) - Tm(app)(wild-type).
c Parameters characterizing the thermal denaturation of So-RNase HI and its derivatives. Thermal denaturation curves of these proteins were measured at
pH 5.5 in the presence of 1 M GdnHCl. Thermal denaturation of these proteins, except for 154- and 153-RNase HI, was reversible under this condition.
The melting temperature (Tm) is the temperature of the midpoint of the thermal denaturation transition. The difference in the melting temperature
between the wild-type and mutant proteins (∆Tm) is calculated as Tm(mutant) - Tm(wild-type). ∆Hm is the enthalpy change of unfolding at Tm

calculated by van’t Hoff analysis. The difference between the free energy change of unfolding of the mutant protein and that of the wild-type protein at
Tm of the wild-type protein (∆∆Gm) was estimated by the equation ∆∆Gm ) ∆Tm∆Sm(wild-type), where ∆Sm(wild-type) is the entropy change of the
wild-type protein at Tm (42). The ∆Sm(wild-type) value of 0.72 kJ mol-1, which was previously determined (25), was used to calculate the ∆∆Gm

values. Errors are within (0.3 °C for Tm, (26 kJ mol-1 for ∆Hm, (0.12 kJ mol-1 K for ∆Sm, and (0.3 kJ mol-1 for ∆∆Gm. d Data from ref 25.

FIGURE 1: Thermal denaturation curves of the So-RNase HI
derivatives with C-terminal truncation. The thermal denaturation
curves of So-RNase HI (b), 154-RNase HI (O), and 153-RNase
HI (3) were obtained at pH 5.5 in the absence of GdnHCl by
monitoring the change in the CD value at 220 nm as described in
Materials and Methods.

Table 2: 153-RNase HI Derivatives with Suppressor Mutations

protein
amino acid
substitution

codon
substitution frequency

M1 Asn29 f Lys AAT f AAG or AAA 26
M2 Asp39 f Gly GAT f GGT 5
M3 Met76 f Val ATG f GTG 8
M4 Met81 f Thr ATG f ACG 2
M5 Lys90 f Asn AAA f AAT 1
M6 Lys124 f Asn AAA f AAG 3
M7 Lys35 f Arg AAG f AGG 2

Met81 f Thr ATG f ACG
M8 Lys111 f Glu AAA f GAA 2

Asp119 f Glu GAT f GAA
M9 Gly17 f Cys GGC f CGC 1

Ser71 f Ile AGC f ATC
Lys90 f Arg AAA f AGA
Val100 f Met GTG f ATG

FIGURE 2: Thermal denaturation curves of the So-RNase HI
derivatives with suppressor mutations. The thermal denaturation
curves of So-RNase HI (b), N29K-RNase HI (3), D39G-RNase
HI (1), M76V-RNase HI (0), M81T-RNase HI (O), K90N-RNase
HI ([), K124N-RNase HI (9), SM4-RNase HI (]), and N29R/
D39A/M76V-RNase HI (2) were obtained at pH 5.5 in the presence
of 1 M GdnHCl by monitoring the change in the CD value at 220
nm as described in Materials and Methods. The thermal denaturation
curve of Ec-RNase HI ( · · · ) is from ref 26.
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30.4 °C for the wild-type protein. Thus, all mutant proteins
are more stable than the wild-type protein by 0.3-6.7 °C in
Tm and 0.22-4.8 kJ mol-1 in ∆Gm.

Stabilities of the mutant proteins against urea-induced
denaturation were also analyzed by monitoring the change
in the CD values at 220 nm. The urea-induced denaturation
curves of these proteins measured at pH 5.5 and 20 °C are
shown in Figure 3. Urea-induced denaturation of these
proteins was fully reversible under this condition and showed
a two-state transition. The thermodynamic parameters char-
acterizing the urea-induced denaturation curves of the wild-
type and mutant proteins are summarized in Table 3. The
apparent free energy changes of unfolding in the absence of
denaturant, ∆G(H2O), and midpoints of the denaturation
curves, Cm, of all mutant proteins, except for K124N-RNase
HI, were higher than those of the wild-type protein by
0.9-5.2 kJ mol-1 and 0.1-0.6 M, respectively. No signifi-
cant difference was detected in these values between K124N-
RNase HI and the wild-type protein. Thermal denaturation
of this protein indicates that K124N-RNase HI is more stable
than the wild-type protein, but by only 1.1 °C in Tm and 0.8
kJ mol-1 in ∆Gm. Thus, the stabilities of the mutant proteins

against urea-induced denaturation show good agreement with
those against thermal denaturation, although the ∆∆G(H2O)
and ∆∆Gm values are slightly different from each other for
all mutant proteins.

Combination of the Thermostabilizing Mutations. To
examine whether the effect of each thermostabilizing muta-
tion is additive, the quadruple mutant protein of So-RNase
HI with the Asn29 f Lys, Asp39 f Gly, Met76 f Val,
and Lys90 f Asn mutations (SM4-RNase HI) was con-
structed. These four single mutations were chosen for
construction of this quadruple mutant protein, because these
mutations significantly increase the stability of So-RNase HI
by 3.6-6.7 °C in Tm and 1.7-5.2 kJ mol-1 in ∆G(H2O).
SM4-RNase HI was overproduced in E. coli in a soluble
form and purified to give a single band on SDS-PAGE (data
not shown). The amount of protein purified from a 1 L
culture was comparable to that of the wild-type protein. The
far-UV CD spectrum of SM4-RNase HI was similar to that
of the wild-type protein (data not shown), suggesting that
these quadruple mutations do not seriously affect the protein
conformation. The specific activity of SM4-RNase HI was
70% of that of the wild-type protein.

The stabilities of SM4-RNase HI against thermal dena-
turation (Figure 2) and urea-induced denaturation (Figure 3)
were analyzed as mentioned above for the single mutant
proteins. Thermal and urea-induced denaturation of SM4-
RNase HI was fully reversible and showed a two-state
transition. The thermodynamic parameters characterizing the
thermal (Table 1) and urea-induced (Table 3) denaturation
curves of SM4-RNase HI indicate that this quadruple mutant
protein is more stable than the wild-type protein by 18.7 °C
in Tm and 12.2 kJ mol-1 in ∆G(H2O). These values are
comparable to the sum of the ∆Tm (20.2 °C) and ∆∆G(H2O)
(13.9 kJ mol-1) values of the four single mutations, indicating
that the effects of the single mutations on protein stability
are additive.

Stability of N39R/D39A/M76V-RNase HI. Of the four
residues that are undoubtedly not optimal for the stability
of So-RNase HI, Asn29, Asp39, and Met76 are replaced with
Arg27, Ala37, and Val74 in Ec-RNase HI and Arg31, Gly41,
and Leu78 in Tt-RNase HI, respectively. In contrast, Lys90
is conserved as Arg88 in Ec-RNase HI and Arg93 in Tt-
RNase HI. Therefore, three of the four thermostabilizing
mutations identified by the suppressor mutation method
(Asn29 f Lys, Asp39 f Gly, and Met76 f Val) are the
replacement of the residues of So-RNase HI with those of
Ec-RNase HI or Tt-RNase HI. To measure how much the
combination of these three changes can account for the
stability difference between So-RNase HI and Ec-RNase HI,
the triple mutant protein of So-RNase HI, N29R/D39A/
M76V-RNase HI, was constructed. The production level and
purification yield of this mutant protein were comparable to
those of SM4-RNase HI. Its far-UV CD spectrum was similar
to that of the wild-type protein (data not shown), suggesting
that the triple mutations do not seriously affect the protein
conformation. Its specific activity was 79% of that of the
wild-type protein.

The stability of N29R/D39A/M76V-RNase HI against
thermal denaturation was analyzed as mentioned above for
the single mutant proteins (Figure 2). Thermal denaturation
of this mutant protein was fully reversible and showed a two-
state transition. The thermodynamic parameters character-

FIGURE 3: Urea-induced denaturation curves of the So-RNase HI
derivatives with suppressor mutations. The urea-induced denatur-
ation curves of So-, N29K-, D39G-, M76V-, M81T-, K90N-,
K124N-, and SM4-RNase HI were obtained at pH 5.5 and 20 °C
by monitoring the change in the CD value at 220 nm as described
in Materials and Methods. The symbols for these proteins are the
same as those shown in Figure 2. The urea-induced denaturation
curve of Ec-RNase HI ( · · · ) is from ref 25.

Table 3: Parameters Characterizing Urea-Induced Denaturation of
So-RNase HI and Its Derivativesa

protein
Cm

(M)
m (kJ mol-1

M-1)
∆G(H2O)
(kJ mol-1)

∆∆G(H2O)
(kJ mol-1)

So-RNase HI 2.6 8.5 22.3 -
N29K-RNase HI 3.0 8.4 25.3 3.5
D39V-RNase HI 3.0 8.5 25.7 3.5
M76V-RNase HI 3.2 8.7 27.5 5.2
M81T-RNase HI 2.7 8.4 22.3 0.9
K90N-RNase HI 2.8 8.6 23.7 1.7
K124N-RNase HI 2.6 9.1 23.9 0
SM4-RNase HI 4.0 9.3 37.3 12.2
Ec-RNase HIb 4.3 8.2 34.8 12.5

a Urea-induced denaturation curves of these proteins were measured
at pH 5.5 and 20 °C. Urea-induced denaturation of these proteins was
reversible under this condition. The midpoint of the urea-induced
denaturation curve (Cm), the measurement of the dependence of ∆G on
the urea concentration (m), and the free energy change of unfolding in
H2O [∆G(H2O)] were calculated from the urea-induced denaturation
curves shown in Figure 4. The difference in ∆G(H2O) [∆∆G(H2O)]
between the wild-type and mutant proteins was calculated by the
equation ∆∆G(H2O) ) mav∆Cm, where mav represents the average m
value (8.7 kJ mol-1 M-1) and ∆Cm ) Cm(mutant) - Cm(wild-type).
Errors are within (0.1 M for Cm, (0.8 kJ mol-1 M-1 for m, and (1.0
kJ mol-1 for ∆G(H2O). b Data from ref 25.
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izing the thermal denaturation curve of this mutant protein
are summarized in Table 1. N29R/D39A/M76V-RNase HI
is more stable than the wild-type protein by 14.4 °C in Tm.
This value is two-thirds of the difference in the Tm values
between So-RNase HI and Ec-RNase HI (22.4 °C), indicating
that the combination of the three changes accounts for two-
thirds of the stability difference between So-RNase HI and
Ec-RNase HI. The stability of N29R/D39A/M76V-RNase
HI against urea-induced denaturation was not analyzed,
because the stabilities of the single and quadruple mutant
proteins against urea-induced denaturation show good agree-
ment with those against thermal denaturation.

DISCUSSION

AdditiVe Effects of Thermostabilizing Mutations. In this
report, we showed that the suppressor mutation method is
effective in identifying thermostabilizing mutations of psy-
chrotrophic So-RNase HI and the combination of these

thermostabilizing mutaitons is effective in strikingly stabiliz-
ing this protein. The resultant quadruple mutant protein is
more stable than the wild-type protein by 18.7 °C in Tm and
12.2 kJ mol-1 in ∆G(H2O). These differences are comparable
to those between So-RNase HI and mesophilic Ec-RNase
HI. Combination of the three mutations, which are designed
to replace the residues of So-RNase HI with those of Ec-
RNase HI, also increases the stability of So-RNase HI by
14.4 °C in Tm, which accounts for two-thirds of the difference
in the Tm values between So-RNase HI and Ec-RNase HI.
These results suggest that a psychrotrophic protein is
destabilized as compared to its mesophilic counterpart by
increasing the number of the residues that are not optimal
for protein stability. It has been reported for other proteins
that combination of multiple thermostabilizing mutations is
quite effective in greatly increasing protein stability. For
example, bacterial cold shock protein (32) and G�1 (33) are
dramatically stabilized by 31.2 and 35.1 °C in Tm and 20.1

FIGURE 4: Crystal structure of So-RNase HI. (A) Stereoview of the entire backbone structure of So-RNase HI (PDB entry 2E4L). Four
active site residues (Asp12, Glu50, Asp72, and Asp136), Asn29, Asp39, Met76, and Lys90 are shown as ball-and-stick models, in which
the oxygen, nitrogen, and sulfur atoms are colored red, blue, and yellow, respectively. (B-E) Structures of the regions around Asn29 (B),
Asp39 (C), Met76 (D), and Lys90 (E). These residues, as well as those which are located close to these residues, are shown as ball-and-
stick models, in which the oxygen, nitrogen, and sulfur atoms are colored red, blue, and yellow, respectively. For panel E, possible positive
charge repulsions between Lys90 and Lys89 and between Lys90 and Arg97 are shown by broken orange arrows together with their distances.
All figures are generated using PyMOL (http://pymol.sourceforge.net/).

Stabilization of Psychrotrophic RNase HI Biochemistry, Vol. 47, No. 31, 2008 8045



and 28.5 kJ mol-1 in ∆G, respectively, by the combination
of the four stabilizing mutations. Likewise, Ec-RNase HI is
stabilized by 20.2 °C in Tm and 23.4 kJ mol-1 in ∆G by the
combination of the five stabilizing mutations (34), and T4
lysozyme is stabilized by 8.3 °C in Tm and 15.1 kJ mol-1 in
∆G by the combination of the seven stabilizing mutations
(35). However, all of these proteins are mesophilic ones.
Therefore, this is the first report of the remarkable stabiliza-
tion of a psychrotrophic protein by the combination of
multiple thermostabilizing mutations.

Possible Thermostabilization Mechanism by Mutation.
According to the crystal structure of So-RNase HI, Asn29,
Asp39, Met76, and Lys90 are distant from one another
(Figure 4A). Because the replacement of Asn29, Asp39, and
Met76 with the residues of Ec-RNase HI or Tt-RNase HI
considerably increases the protein stability, these residues
probably contribute to the destabilization of So-RNase HI
as compared to Ec-RNase HI or Tt-RNase HI. Asn29 is not
replaced with Arg, which is conserved in Ec-RNase HI and
Tt-RNase HI, but is replaced with Lys. However, Lys is
similar to Arg in both size and charge. In contrast, Lys90
may not contribute to it, because it is conserved as Arg in
Ec-RNase HI and Tt-RNase HI. The stabilization mecha-
nisms by the mutations of these residues, except for Asn29
f Arg and Asp39f Ala, are discussed in more detail below.
The stabilization mechanisms of the Asn29 f Arg and
Asp39f Ala mutations are not discussed, because the effects
of these single mutations on the stability of So-RNase HI
remain to be analyzed. However, the difference in the Tm

values between So-RNase HI and N29R/D39A/M76V-RNase
HI (14.4 °C) is comparable to the sum of the ∆Tm values of
N29K-, D39G-, and M76V-RNase HI (16.1 °C) (Table 1),
suggesting that the stabilization mechanisms of the Asn29
f Arg and Asp39 f Ala mutations are similar to those of
the Asn29f Lys and Asp39f Gly mutations, respectively.

Asn29f Lys. Asn29 is located in strand �B, which forms
a �-sheet with four other �-strands (Figure 4B). In the
vicinity of this residue are located His8, Thr34, and Glu131.
Of these residues, only Glu131 is conserved as Glu129 in
Ec-RNase HI. His8, Asn29, and Thr34 are replaced with
Glu6, Arg27, and Glu32, respectively, in Ec-RNase HI.
According to the crystal structure of Ec-RNase HI, Arg27
forms an ion pair network with Glu6, Glu32, and Glu131.
Therefore, the Asn29f Lys mutation stabilizes the protein,
probably because an ion pair is newly formed between Lys29
and Glu131. We previously reported a similar result that the
mutant protein of So-RNase HI, H8E/N29R/T34E-RNase HI,
is more stable than the wild-type protein by 5.6 °C in Tm

and 4.7 kJ mol-1 in ∆G(H2O) (25). This triple mutant protein
is designed to introduce an ion pair network in the region
where Arg27 forms ion pairs with three glutamate residues.
The difference in stability between N29K-RNase HI and So-
RNase HI [3.6 °C in Tm and 3.5 kJ mol-1 in ∆G(H2O)] is
smaller than that between H8E/N29R/T34E-RNase HI and
So-RNase HI, probably because the number of ion pairs
introduced by the single mutation is smaller than that
introduced by the triple mutations.

Asp39f Gly. Asp39 is located in strand �C (Figure 4C).
In the vicinity of this residue are located Tyr24, Phe41, and
Gln149. The distance between either one of these residues
and Asp39 is <8 Å, suggesting that the side chain of Asp39
causes steric hindrance with these residues. Asp39 is replaced

with Ala37 in Ec-RNase HI and Gly41 in Tt-RNase HI.
Asp39 is partially buried inside the protein molecule, while
Ala37 and Gly41 are almost fully buried inside the protein
molecule. The Asp39f Gly mutation stabilizes the protein,
probably because a steric hindrance between Asp39 and
surrounding residues is eliminated, and polar atoms are
removed from a hydrophobic environment.

Met76 f Val. Met76 is located in helix RII, and its side
chain is almost fully buried inside the protein molecule
(Figure 4D). This residue is one of the constituents of the
hydrophobic core, which is formed by Leu51, Pro54, Met76,
Trp106, Leu109, Trp120, and Trp122. All of these residues,
except Pro54 and Met76, are fully conserved in Ec-RNase
HI. Pro54 and Met76 are replaced with Ala52 and Val74,
respectively, in Ec-RNase HI. Therefore, the Met76 f Val
mutation stabilizes the protein, probably because the packing
and hydrophobic interactions of the core-forming residues
are improved. Slight differences in the steric configurations
of the conserved residues at the hydrophobic core between
So- and Ec-RNase HI support this possibility. This methion-
ine residue is conserved in another psychrotrophic RNase
HI from Shewanella sp. SIB1, which is less stable than So-
RNase HI and is overproduced in E. coli in an insoluble
form (36). As expected, the mutation of this residue to Val
increases both the solubility and stability of SIB1 RNase HI
(T. Tadokoro, personal communication). In addition, we
previously showed that the Val74 f Leu mutation (cavity-
filling mutation) stabilizes Ec-RNase HI by reducing the
volume of the cavity around this residue (37). Tt-RNase HI
contains Leu78 at the same position. These results suggest
that this position is important for regulating the protein
stability by changing the packing and hydrophobic interac-
tions of the core-forming residues.

It is noted that the Ala52f Pro mutation destabilizes Ec-
RNase HI by 5.4 °C in Tm (38). However, the reciprocal
mutation (Pro54f Ala) stabilizes So-RNase HI by only 1.2
°C in Tm (T. Tadokoro, personal communication).

Lys90 f Asn. Lys90 is located in the “basic protrusion”,
which is important for substrate binding (39) (Figure 4E). It
has been reported that unfavorable charge-charge interac-
tions at the molecular surface of Ec-RNase HI decrease the
protein stability (40). Two positively charged residues, Lys89
and Arg97, are located relatively close to Asp90. The
distances between the N� atoms of Lys90 and Lys89 and
between the N� atom of Lys90 and the Nη2 atom of Arg97
are 9.0 and 7.5 Å, respectively. Therefore, the Lys90f Asn
mutation stabilizes the protein, probably because a positive
charge repulsion among these residues is eliminated. Protein
stabilization by elimination of long-range repulsive interac-
tions among charged residues has also been reported for a
cold shock protein (41).
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