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Description

[0001] The present invention relates to an esterase having the excellent thermostable property which can be utilized
for ester hydrolysis reaction, ester synthesis reaction, ester interchange reaction and the like and its gene.
[0002] Esterase is an enzyme which hydrolyzes an ester linkage and has the ability to catalyze ester synthesis and
ester interchange reaction, and has been recently utilized in organic synthesis reaction for manufacturing medicaments,
pesticides or intermediates thereof.
[0003] It is desirable that the esterase, which is industrially utilized, has high stability to temperature, pH, solvent,
pressure and the like. Inter alia, where the esterase has high thermostability, the reaction temperature can be elevated,
enabling the reaction rate to be enhanced and an inactivation of the enzyme to be reduced. Accordingly, the problem
underlying the present invention is to provide an esterase having an excellent thermostability for shortening the reaction
time and promoting the reaction efficiency.
The problem is solved by the embodiments characterized in the claims.
[0004] In accordance with the present invention, the technique of introducing mutations into genes by site-directed
mutagenesis was used and, as a result, it was surprisingly found that a mutant esterase having the amino acid sequence
where a particular amino acid in the wild-type amino acid sequence is substituted shows excellent thermostability.
Accordingly, the present invention relates to:

1. an esterase (hereinafter referred to as the present esterase") which is characterized in that it has at least a
partial amino acid sequence necessary for expressing the thermostable esterase activity among the amino acid
sequence shown by SEQ ID NO: 1 having any one of the following amino acid substitutions:

(1) an amino acid substitution where the 325th amino acid in the amino acid sequence shown by SEQ ID NO:
1 is substituted with isoleucine,
(2) an amino acid substitution where the 240th amino acid in the amino acid sequence shown by SEQ ID NO:
1 is substituted with alanine and the 288th amino acid is substituted with alanine,
(3) an amino acid substitution where the 43rd amino acid in the amino acid sequence shown by SEQ ID NO:
1 is substituted with serine,

2. an esterase which is characterized in that it has at least a partial amino acid sequence necessary for expressing
the thermostable esterase activity among the amino acid sequence shown by SEQ ID NO: 1 having an amino acid
substitution where the 325th amino acid in the amino acid sequence shown by SEQ ID NO: 1 is substituted with
isoleucine,
3. an esterase which is characterized in that it has at least a partial amino acid sequence necessary for expressing
the thermostable esterase activity among the amino acid sequence shown by SEQ ID NO: 1 having an amino acid
substitution where the 240th amino acid in the amino acid sequence shown by SEQ ID NO: 1 is substituted with
alanine, and the 288th amino acid is substituted with alanine,
4. an esterase which is characterized in that it has at least a partial amino acid sequence necessary for expressing
the thermostable esterase activity among the amino acid sequence shown by SEQ ID NO: 1 having an amino acid
substitution where the 43rd amino acid in the amino acid sequence shown by SEQ ID NO: 1 is substituted with
serine,
5. a gene which is characterized in that it encodes the esterase of any one of 1 to 4, supra,
6. a plasmid which is characterized in that it contains the gene of 5, supra,
7. a microorganism which is characterized in that it contains the plasmid of 6, supra,
8. a process for producing an esterase which is characterized by comprising culturing the microorganism of 4,
supra, and, thereby, allowing the microorganism to produce an esterase having at least a partial amino acid se-
quence necessary for expressing the thermostable esterase activity among the amino acid sequence shown by
SEQ ID NO: 1 having any one of the following amino acid substitutions:

(1) an amino acid substitution where the 325th amino acid in the amino acid sequence shown by SEQ ID NO:
1 is substituted with isoleucine,
(2) an amino acid substitution where the 240th amino acid in the amino acid sequence shown by SEQ ID NO:
1 is substituted with alanine and the 288th amino acid is substituted with alanine,
(3) an amino acid substitution where the 43rd amino acid in the amino acid sequence shown by SEQ ID NO:
1 is substituted with serine.

[0005] Further scope of applicability of the present invention will become apparent from the detailed description given
hereinafter. However, it should be understood that the detailed description and specific examples, while indicating
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preferred embodiments of the invention, are given by way of illustration only, since various changes and modifications
within the spirit and scope of the invention will become apparent to those skilled in the art from this detailed description.
[0006] Throughout this specification and the claims which follow, unless the context requires otherwise, the word
"comprise", and variations such as "comprises" and "comprising", will be understood to imply the inclusion of a stated
integer or step or group of integers or steps but not the exclusion of any other integer or step or group of integer or step.
The figures show:

Fig. 1 shows a restriction enzyme map of plasmid pCC6 containing a gene encoding a wild-type esterase.
Fig. 2 shows a step of constructing the expression plasmid pCC101 containing a gene encoding the wild-type
esterase.
Fig. 3 shows a restriction enzyme map of the expression plasmid pCC101 containing a gene encoding the wild-
type esterase. In the figure, an open symbol indicates a DNA derived from Chromobacterium SC-YM-1 (FERM
BP-6703) and a black part indicates the translation region of the wild-type esterase.
Fig. 4 shows a base sequence of a synthetic oligonucleotide used for introducing a site-directed mutation into the
43rd amino acid, the 240th amino acid, the 288th amino acid, the 325th amino acid and the 363rd amino acid of
the wild-type esterase.
Fig. 5 shows a step for constructing the plasmid pCCN43S containing the present gene.
Fig. 6 shows a step for constructing the plasmid pCCT240A containing the present gene.
Fig. 7 shows a step for constructing the plasmid pCCV288A containing the present gene.
Fig. 8 shows a step for constructing the plasmid pCCV325I containing the present gene.
Fig. 9 shows a step for constructing the plasmid pCCA363term containing the present gene.
Fig. 10 shows a step for constructing the plasmid pCCN43SA363term containing the present gene.
Fig. 11 shows a step for constructing the plasmid pCCT240V288A containing the present gene.

[0007] The present invention will be described in detail below.
[0008] Esterase having the amino acid sequence shown by SEQ ID NO: 1 (hereinafter referred to as "wild-type
esterase") is an esterase described in JP-A-7-163364. The esterase activity of the esterase or the present esterase
can be determined by mixing with, for example, p-nitrophenyl acetate (pNPA), holding a temperature at 37°C and
quantitating the amount of released p-nitrophenyl using absorbance of the reaction solution at 410 nm. In the present
esterase, "the thermostable esterase activity" means that the remaining activity percentage is, for instance, high as
compared with the wild-type esterase even after holding a temperature at 70°C for 120 minutes.
[0009] In addition, in the present esterase, "at least a partial amino acid sequence necessary for expressing the
thermostable esterase activity" is, for example, an esterase comprising 362 amino acids corresponding to at least the
1st to 362nd amino acids in the amino acid sequence shown by SEQ ID NO: 1, and its equivalents which have the
same biological function.
[0010] In order to obtain a gene (hereinafter referred to as the present gene") which is characterized in that it encodes
the present esterase, a gene encoding the wild-type esterase (hereinafter referred to as wild-type gene") may be firstly
obtained. The wild-type gene is, for example, a gene having the base sequence shown by SEQ ID NO: 2 and may be
obtained from microorganisms belonging to genus Chromobacterium retained by a microorganism retaining organiza-
tion and the like according to the conventional genetic engineering technique described in, for example, J. Sambrook,
E.F. Fritsch, T. Maniatis; Molecular Cloning 2nd edition, published by Cold Spring Harbor Laboratory, 1989. That is, a
microorganism belonging to genus Chromobacterium is cultured using, for example, LB medium (tryptophane 1.0%,
yeast extract 0.5 %, NaCl 0.5 %), the cells of the microorganism obtained by culturing are disrupted according to
conventional methods such as ultrasonic disruption and the like, treated with protease, and genomic DNA is extracted.
The resulting genomic DNA is cleaved with a suitable restriction enzyme, and inserted into gtll which is a phage vector
or pUC19 which is a plasmid vector and the like using a ligase to make a genomic DNA library. This can be screened
with, for example, a screening method such as a hybridization method using a synthetic DNA probe corresponding to
the portion of the amino acid sequence of the wild-type esterase, a method for measuring the activity of the wild-type
esterase and the like, to obtain a clone containing the wild-type gene. As a synthetic DNA probe corresponding to the
portion of the amino acid sequence of the wild-type esterase, in particularly, for example, an oligonucleotide having
the base sequence shown by SEQ ID NO: 3 and an oligonucleotide having the base sequence shown by SEQ ID NO:
4 may be used.
[0011] The present gene may be prepared by introducing a site-directed mutation into the wild-type gene. As a site-
directed mutation introducing method, there are, for example, a method by Olfert Landt et al. (Gene, 96, 125-128,
1990), a method by Smith et al. (Genetic Engineering, 31, Setlow, J. and Hollaender, A. Plenum: New York), a method
by Vlasuk et al. (Experimental Manipulation of Gene Expression, Inouye, M.: Academic Press, New York), a method
by Hos.N. Hunt et al. (Gene, 77, 51, 1989) and the like.
[0012] For example, in order to prepare the present gene where the 325th amino acid in the amino acid sequence
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shown by SEQ ID NO: 1 is substituted with isoleucine, a plasmid DNA which contains the wild-type gene having a
base sequence shown by SEQ ID NO: 2 is first prepared according to the method described in, for example, J. Sam-
brook, E.F. Fritsch, T. Maniatis; Molecular Cloning 2nd edition, published by Cold Spring Harbor Laboratory, 1989 and
the like. Then, by using the plasmid DNA as a template, and by using as one side primer an oligonucleotide comprising
a base sequence corresponding to the amino acid sequence where the 325th amino acid in the amino acid sequence
shown by SEQ ID NO: 1 is substituted with isoleucine (for example, an oligonucleotide having a base sequence shown
by SEQ ID NO: 15) and as the other side primer an oligonucleotide having a base sequence shown by SEQ ID NO:
20, amplification may be performed by a PCR method. Here, PCR reaction conditions are as follows: after maintaing
a temperature at 94°C for 5 minutes, 20 cycles of treatment of maintaining a temperature at 94°C for 1 minute, then
at 50°C for 2 minutes and at 75°C for 3 minutes are carried out and finally a temperature is maintained at 75°C for 8
minutes. The DNA fragment thus amplified may be digested with, for example, restriction enzyme BstPI and Xbal, and
ligation-reacted with the plasmid DNA comprising the wild-type esterase gene the same digested with the same re-
striction enzyme to obtain the desired present gene.
[0013] In addition, an oligonucleotide comprising a base sequence corresponding to the amino acid sequence where
the 240th amino acid in the amino acid sequence shown by SEQ ID NO: 1 is substituted with alanine and the 288th
amino acid is substituted with alanine and an oligonucleotide comprising a base sequence corresponding to the amino
acid sequence where the 43rd amino acid in the amino acid sequence shown by SEQ ID NO: 1 is substituted with
serine may be prepared using a similar method to that described above. The detail thereof is described as Examples.
[0014] By using the present gene thus prepared, the present esterase may be produced and obtained at a large
amount according to conventional genetic engineering methods. More particularly, for example, a plasmid which can
express the present gene in the host microorganism is prepared, which may be introduced into the host microorganism
to transform and to make a transformant microorganism. Then, the resultant transformant microorganism may be
cultured according to conventional microorganism culturing methods.
[0015] Examples of the above plasmids are those that can be replicated in the host microorganism and are easily
isolated and purified from the host microorganism. Preferably, mention may be made of a plasmid where the present
gene is introduced into an expression vector having a promoter and a detectable marker. As an expression vector,
various commercially available vectors may be used. For example, in the case of expression in E. coli, an expression
vector comprising a promoter such as lac, trp, tac and the like (manufactured by Pharmacia Biotech and the like) may
be used.
[0016] As a host microorganism, both eukaryotes such as yeast or mammalian cells and prokaryotes can be used
and an example thereof is E. coli and the like. The above plasmid may be introduced into the host microorganism by
the conventinal genetic engineering method to transform the host microorganism.
[0017] Culturing of the microorganism (hereinafter referred to as the present microorganism) harboring the plasmid
containing the present gene thus obtained may be performed according to conventional microorganism culturing meth-
ods. For example, where the host microorganism is E. coli, culturing is performed in a medium appropriately containing
a suitable carbon source, a nitrogen source and a minor nutrient such as vitamines. As a culturing method, both solid
culturing and liquid culturing are possible and, preferably, mention may be made of an aerated stirring culturing method.
[0018] The present microorganism producing the present esterase thus prepared may be utilized for producing a
useful compound such as medicaments, pesticides, and intermediates thereof and the like as a bioreactor for ester
hydrolyzation, ester synthesization, ester interchange reaction or the like.
[0019] In addition, from the cells obtained by culturing the present microorganism, an extract containing the present
esterase may be prepared or the present esterase may be collected and purified and these may be utilized as an
enzyme reactor. Collection and purification of esterase from the cells obtained by culturing the present microorganism
may be performed by suitably combining conventinal protein extracting, isolating and purifying methods. For example,
after completion of the culturing, the cells of the present microorganism are collected by centrifugation or the like,
disrupted or lyzed and the present esterase may be collected and purified by combining the steps using various chro-
matographies such as ion exchange, hydrophobicity, gel filtration and the like.
[0020] The present microorganism and the present esterase described above may be utilized as a reactor by immo-
bilizing onto a suitable carrier.
[0021] The following Examples illustrate the present invention in detail but the present invention is not limited to them.

Example 1: Preparation of wild-type gene: Preparation of genomic DNA

[0022] Chromobacterium strain SC-YM-1 (this strain was originally deposited in National Institute of Bioscience and
Human-Technology Agency of Industrial Science and Techonology as an asccession No. FERM P-14009 by the ap-
plicant on December 9, 1993 and at present continuously deposited as an accession No. FERMBP-6703 under Buda-
pest Treaty) was cultured by shaking in 5 ml of a medium for pre-culturing (glucose 1 %(w/v), yeast extract 1%(w/v),
K2HPO4 0.1%(w/v), MgSO4 0.02%(w/v), pH7.3) at 30°C for 24 hours and the resulting culture solution was inoculated
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on 1000 ml of medium for culturing (glucose 1%(w/v), yeast extract 1%(w/v), K2KPO4 0.1%(w/v), MgSO4 0.02%(w/v),
pH 7.3), followed by culturing at 30°C. Upon this, when OD660 reached 3.4, penicillin G was added to the final con-
centration of 2 units/ml culture solution and culturing was continued until OD660 reached 10.
[0023] The cells were collected by centrifugation (8000g, 10 min., 4°C), the cells were suspended in 80 ml of 10 mM
Tris buffer (pH 8.0), 25%(w/v) sucrose solution, and Lysozyme egg white (manufactured by Seikagaku corporation)
was added to the final concentration of 5 mg/ml, followed by incubation at 37°C for 30 minutes. Then, 10 ml of 10%
(w/v) SDS was added and protease K (manufactured by Boehringer) was added to the final concentration of 200 µg/
ml, followed by incubation at 37°C for 3 hours. Thereafter, extraction was performed with an equivalent volume of 0.1
M Tris-saturated phenol three times and with ether two times, and 2 volumes of ethanol was added to the aqueous
layer to stir, followed by centrifugation (12000g, 30 min., 4°C). The resulting precipitates were dried and dissolved in
20 ml of Tris EDTA buffer (10 mM Tris-HCl, 1mM EDTA, pH 8.0), and subjected to CsCl-EtBr equilibrium density-
gradient ultracentrifugation (275000g, 18 hours, 25°C) to recover the band-likely converged DNA which was dialyzed
against Tris EDTA buffer (10 mM Tris-HCl, 1mM EDTA, pH 8.0) to obtain about 5.4 mg of genomic DNA.

Example 2: Preparation of wild-type gene: Preparation of genomic DNA library

[0024] 100 µg of the genomic DNA obtained in Example 1 was digested with Xhol (manufactured by Takara Shuzo
Co., Ltd.). On the other hand, 1 g of λ phage λ ZAPII (manufactured by Stratagene) was digested with Xhol, mixed
with the genomic DNA digests, and a ligase (manufactured by Takara Shuzo Co., Ltd.) was added there to and the
resultant mixture was maintained at 16°C overnight.
[0025] Then, the DNA contained in this reaction solution was packed into λ phage λ ZAPII using an in vitro packaging
kit (manufactured by Stratagene) and E. coli strain XL-1 blue to make the genomic DNA library.

Example 3: Preparation of wild-type gene: Screening of genomic DNA library

1. Preparation of synthetic DNA probe and labeling with isotope

[0026] 44-mer oligonucleotides having a base sequences shown by SEQ ID: Nos. 3 and 4, respectively, were syn-
thesized based on the amino acid sequence of the N-terminal of the wild-type esterase. The synthesis of the oligonu-
cleotides was performed using a DNA synthesizer (Applied Biosystems Model 394A).
[0027] 50 pmol of these oligonucleotides were mixed with 3 µl of 0.5M Tris-HCl (pH 7.6), 0.1 M MgCl2, 0.05M DTT,
0.001 M EDTA, 10 units of T4 Polynucleotide Kinase (manufactured by Takara Shuzo Co., Ltd.) and 10 µl of [γ32P]ATP
(manufactured by Amersham), which was maintained at 37 °C for 60 minutes, and subjected to gel filtration by Sepha-
dex G-50 (manufactured by Pharmacia) to make a DNA probe labeled with an isotope.

2. Screening of genomic DNA library

[0028] E. coli infected with the phage of the genomic DNA library made in Example 2 was spread on a plate to culture,
a nitrocellulose filter was tightly contacted on the surface of the plate and mildly peeled. The filter was soaked into 1.5
M NaCl-0.5 M NaOH solution, and then soaked into 1.5 M NaCl-0.5 M Tris-HCl (pH 8.0) solution to neutralize. There-
after, the filter was washed with 0.36 M NaCl-20 mM NaH2PO4 (pH 7.5)-2 mM EDTA (pH 7.5) and then dried.
[0029] Then, by using the filter and the isotope-labeled DNA probe corresponding to the N-terminal amino acid se-
quence of the wild-type esterase prepared above, plaque hybridization was performed by the following method. That
is, the filter was maintained at 60°C for 30 minutes in a solution containing 4XSSC, 1%(w/v) SDS, 10XDenhardt (0.2%
(w/v) Ficoll, 0.2%(w/v) polyvinyl pyrrolidone and 0.2%(w/v) bovine serum albumin), and maintained at 60 °C for 5 hours
in a solution containing 5XSSC, 5XDenhardt and 100µg/ml salmon sperm DNA. Hybridization was performed by placing
a solution containing 5XSSC, 5XDenhardt and 100 µg/ml salmon sperm DNA and the filter in a plastic bag, adding the
isotope-labeled DNA probe at about 5X105 cpm per filter and maintaining at 60°C overnight.
[0030] The filter by which hybridization was performed as above was washed by successively maintaining 1) at 60°C
for 15 minutes in a solution containing 2XSSC and 0.5%(w/v) SDS, 2) at 25°C for 30 minutes in a solution containing
2XSSC and 0.5%(w/v) SDS, 3) at 60°C for 15 minutes in a solution containing 2XSSC and 0.5% SDS(w/v), air-dried
and autoradiographied by contacting with a X-ray film (FUJI RX) and an intensifying paper at -80°C overnight. As a
result, a plaque giving a positive signal was obtained. The desired plaque, helper phage and E. coli were mixed, cultured
at 37°C for 4 hours and maintained at 70°C for 20 minutes according to conventional methods described by authors,
J. Sambrook, E.F.Fritsch, T. Maniatis; Molecular Cloning 2nd edition, published by Cold Spring Harbor Laboratory,
1989. E. coli was infected with the supernatant and cultured to obtain a transformant growing in a medium containing
ampicillin. A plasmid DNA was prepared from the resultant transformant, the base sequence thereof was determined
by a dideoxy method and, as a result, it was found that the resultant clone did not encode the full length of an esterase
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gene. Then, by using a DNA fragment having a portion of the sequence as a probe, screening by plaque hybridization
was performed again. Upon this, a library was used which was made by partially digesting the genomic DNA with
Sau3AI (manufactured by Takara Shuzo Co., Ltd.) and ligating to λ phage λ ZAPII (manufactured by Stratagene). As
a result, a plaque giving a positive signal was obtained. A plasmid DNA was prepared from the plaque according to
the same method as that described above, the base sequence was determined and, as a result, it was found that it
encoded the full length of an esterase gene. Thus, the plasmid pCC6 (Fig. 1) was obtained.

Example 4: Expression plasmid containing wild-type gene

[0031] In order to convert the base sequence around an initiation codon of the wild-type gene and that 5' upstream
thereof into a sequence suitable for gene expression in E. coli, oligonucleotides having a base sequences shown by
SEQ ID: Nos.5-11 were synthesized using a DNA synthesizer Model 394A (manufactured by Applied Biosystems).

LP-1 (SEQ ID NO: 5)
LP-2 (SEQ ID NO: 6)
ES-3 (SEQ ID NO: 7)
ES-4 (SEQ ID NO: 8)
ES-5 (SEQ ID NO: 9)
ES-6 (SEQ ID NO: 10)
ES-7 (SEQ ID NO: 11)

[0032] The 5' terminals of oligonucleotides LP-2, ES-3, ES-5, ES-6 and ES-7 were phosphorylated, ligated with LP-
1 and ES-5, and annealed to prepare a double-stranded DNA fragment (SD) comprising the following base sequence.
The double-stranded DNA fragment (SD) was phosphorylated at its both ends.

[0033] On one hand, the Sac I fragment (about 3.5 kbp) in pCC6 was subcloned into pUC118 (manufactured by
Takara Shuzo Co., Ltd.) to make pCC30. This pCC30 was digested with Eco52I and Sacl to excise a DNA fragment
(about 1.2 Kbp) encoding the translation region of an esterase gene. On the other hand, pUC118 having the lac promoter
was digested with EcoRI and Sacl and treated with alkaline phosphatase. The Eco521-Sacl fragment containing the
above DNA fragment (SD) and the translation region of the present gene was ligated to the region between the EcoRI
site and the SacI site of this pUC118 using a DNA ligation kit (manufactured by Takara Shuzo Co., Ltd.) (Fig. 2) to
make pCC101 (Fig. 3).
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Example 5: Preparation of the present gene

1. Preparation of mutant primer

[0034] As a mutant primer for introducing an amino acid substitution Asn43Ser (amino acid substitution of Asn of
the 43rd amino acid with Ser), Thr240Ala (amino acid substitution of Thr of the 240th amino acid with Ala), Val288Ala
(amino acid substitution of Val of the 288th amino acid with Ala), Val325Ile (amino acid substitution of Val of the 325th
amino acid with Ile) or Ala363Term (termination codon) (substitution of Ala of the 363rd amino acid with the base
sequence showing termination codon), synthetic oligonucleotides (mutant primers N43S, T240A, V288A, V325I,
A363Term, RV-G, RV-C, RV-D, MY-2, MY-3, MY-6) were prepared having the base sequence corresponding to each
amino acid as shown by Fig. 4 and SEQ ID: Nos.12-22. These mutant primers were synthesized using a DNA synthe-
sizer Model 394 manufactured by Applied Biosystems and purified with an oligonucleotide purifying cartridge manu-
factured by the same company.

2. Introduction of site-directed mutation

[0035] A mutant esterase was prepared according to the method of Olfert Landt, et al. (Gene, 96, 125-128, 1990).

2-1) Preparation of pCCN43S (example of substitution regarding the 43rd amino acid)

[0036] A DNA fragment was amplified with GeneAmpTM PCR Reagent kit (manufactured by Takara Shuzo Co., Ltd.)
(1stPCR) using the mutant primer RV-G (100 pmol) shown by SEQ ID NO: 17 and the mutant primer N43S (100 pmol)
shown by SEQ ID: No. 12 and using 500 ng of pCC101 obtained in Example 4 as a template DNA. The resultant PCR
product (190 bp fragment) was purified using SUPREC-02 (manufactured by Takara Shuzo Co., Ltd.) column.
[0037] Subsequently, similarly, a DNA fragment was amplified with GeneAmpTM PCR Reagent kit using the mutant
primer MY-3 (50 pmol) shown by SEQ ID NO: 21 and the 190 bp DNA fragment (50 pmol) previously purified as a
primer and using 500 ng of pCC101 as a template DNA. The amplified DNA fragment was digested with restriction
enzymes Ndel and Bpu1102I, the sample was electrophoresed with 4% agarose gel (NuSieve3:1Agarose, manufac-
tured by Takara Shuzo., Co., Ltd.), about 370 bp DNA fragments were separated and purified using GeneClean DNA
purification kit (manufactured by Bio101).
[0038] On the other hand, 3 µg of pCC101 was digested with Ndel and Bpu1102I, and treated with alkaline phos-
phatase. Then, the NdeI-Bpu1102I fragment (4.2 Kbp) of this pCC101 and the previously prepared and obtained
NdeI-Bpu1102I fragment (240 bp) in which mutation had been introduced were ligated using a DNA ligation kit (man-
ufactured by Takara Shuzo Co., Ltd.), and transformed into E. coli strain JM109 according to conventional methods to
make pCCN43S (Fig. 5).

2-2) Preparation of pCCT240A (example of substitution regarding the 240th amino acid)

[0039] A DNA fragment was amplified with GeneAmpTM PCR Reagent kit (manufactured by Takara Shuzo Co., Ltd.)
(1stPCR) using the mutant primer MY-6 (100 pmol) shown by SEQ ID NO: 22 and the mutant primer T240A (100 pmol)
shown by SEQ ID No: 13 and using 500 ng of pCC101 obtained in Example 4 as a template DNA. The resultant PCR
product (280 bp fragment) was purified using SUPREC-02 (manufactured by Takara Shuzo Co., Ltd.) column.
[0040] Subsequently, similarly, a DNA fragment was amplified with GeneAmpTM PCR Reagent kit using the mutant
primer RV-C (50 pmol) shown by SEQ ID NO: 18 and the 280 bp DNA fragment (50 pmol) previously purified as a
primer and using 500 ng of pCC101 as a template DNA. The amplified DNA fragment was digested with restriction
enzymes Bpu1102I and BstPI, the sample was electrophoresed with 4% agarose gel (NuSieve3:1Agarose, manufac-
tured by Takara Shuzo Co., Ltd.), about 590 bp DNA fragments were separated and purified using GeneClean DNA
purification kit (manufactured by Bio101).
[0041] On the other hand, 3 µg of pCC101 was digested with Bpu1102I and BstPI, and treated with alkaline phos-
phatase. Then, the Bpu1102I-BstPI fragment (3.8 Kbp) of this pCC101 and the previously prepared and obtained
Bpu1102I-BstPI fragment (590 bp) in which mutation had been introduced were ligated using a DNA ligation kit (man-
ufactured by Takara Shuzo Co., Ltd.), and transformed into E. coli strain JM109 according to conventional methods to
make pCCT240A (Fig. 6).

2-3) Preparation of pCCV288A (example of substitution regarding the 288th amino acid)

[0042] A DNA fragment was amplified with GeneAmp TMPCR Reagent kit (manufactured by Takara Shuzo Co., Ltd.)
(1stPCR) using the mutant primer MY-6 (100 pmol) shown by SEQ ID NO: 22 and the mutant primer V288A (100 pmol)
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shown by SEQ ID NO: 14 and using 500 ng of pCC101 obtained in Example 4 as a template DNA. The resultant PCR
product (130 bp fragment) was purified using SUPREC-02 (manufactured by Takara Shuzo Co., Ltd.) column.
[0043] Subsequently, similarly, a DNA fragment was amplified with GeneAmpTM PCR Reagent kit using the mutant
primer RV-C (50 pmol) shown by SEQ ID NO: 18 and the 130 bp DNA fragment (50 pmol) previously purified as a
primer and using 500 ng of pCC101 as a template DNA. The amplified DNA fragment was digested with restriction
enzymes Bpu1102I and BstPI, the sample was electrophoresed with 4% agarose gel (NuSieve3:1Agarose, manufac-
tured by Takara Shuzo Co., Ltd.), about 590 bp DNA fragments were separated and purified using GeneClean DNA
purification kit manufactured by Bio101.
[0044] On the other hand, 3 µg of pCC101 was digested with Bpu1102I and BstPI and treated with an alkaline phos-
phatase. Then, the Bpu1102I-BstPI fragment (3.8 Kbp) of this pCC101 and the previously prepared and obtained
Bpu1102I-BstPI fragment (590bp) in which mutation had been introduced were ligated using a DNA ligation kit (man-
ufactured by Takara Shuzo Co., Ltd.), and transformed into E. coli strain JM109 according to conventional methods to
make pCCV288A (Fig. 7).

2-4) Preparation of pCCV325I (example of substitution regarding the 325th amino acid)

[0045] A DNA fragment was amplified with GeneAmpTM PCR Reagent kit (manufactured by Takara Shuzo Co., Ltd.)
(1stPCR) using the mutant primer MY-2 (100 pmol) shown by SEQ ID NO: 20 and the mutant primer V325I (100 pmol)
shown by SEQ ID No: 15 and using 500 ng of pCC101 obtained in Example 4 as a template DNA. The amplified DNA
fragment was digested with restriction enzymes BstPI and Xbal, the sample was electrophoresed with 4% agarose gel
(NuSieve3:1Agarose, manufactured by Takara Shuzo Co., Ltd.), about 220 bp DNA fragments were separated and
purified using GeneClean DNA purification kit manufactured by Bio101.
[0046] On the other hand, 3 µg of pCC101 was digested with BstPl and Xbal and treated with alkaline phosphatase.
Then, the BstPI-XbaI fragment (4.2 Kbp) of this pCC101 and the previously prepared and obtained BstPI-XbaI fragment
(220 bp) in which mutation had been introduced were ligated using a DNA ligation kit (manufactured by Takara Shuzo
Co., Ltd.), and transformed into E. coli strain JM109 according to conventional methods to make pCCV325I (Fig. 8).

2-5) Preparation of pCCA363term (example of substitution regarding the 363rd amino acid)

[0047] A DNA fragment was amplified with GeneAmpTM PCR Reagent kit (manufactured by Takara Shuzo Co., Ltd.)
(1stPCR) using the mutant primer MY-2 (100 pmol) shown by SEQ ID NO: 20 and the mutant primer A363term (100
pmol) shown by SEQ ID No: 16 and using 500 ng of pCC101 obtained in Example 4 as a template DNA. The resultant
PCR product (150 bp fragment) was purified using SUPREC-02 (manufactured by Takara Shuzo Co., Ltd.) column.
[0048] Subsequently, a DNA fragment was amplified with GeneAmpTM PCR Reagent kit using the mutant primer
RV-D (50 pmol) shown by SEQ ID NO: 19 and the 150 bp DNA fragment (50 pmol) previously purified as a primer and
using 500 ng of pCC101 as a template DNA. The amplified DNA fragment was digested with restriction enzymes BstPl
and Xbal, the sample was electrophoresed with 4% agarose gel (NuSieve3:1Agarose, manufactured by Takara Shuzo
Co., Ltd.), about 220 bp DNA fragments were separated and purified using GeneClean DNA purification kit manufac-
tured by Bio101.
[0049] On the other hand, 3 µg of pCC101 was digested with BstPl and Xbal and treated with alkaline phosphatase.
Then, the BstPl-Xbal fragment (4.2 Kbp) of this pCC101 and the previously prepared and obtained BstPI-XbaI fragment
(220 bp) in which mutation had been introduced were ligated using a DNA ligation kit (manufactured by Takara Shuzo
Co., Ltd.), and transformed into E. coli strain JM109 according to conventional methods to make pCCA363term (Fig. 9).

3. Introduction of multiple mutation

3-1) Preparation of pCCN43SA363term (example of substitution regarding the 43rd and 363rd amino acids)

[0050] 10 µg of pCCN43S obtained in 2-1) was digested with Ndel and Bpu1102I to obtain a 370 bp fragment. On
the other hand, 3 µg of pCCA363term was digested with Ndel and Bpu11021 and treated with alkaline phosphatase.
Then, NdeI-Bpu1102I fragment (4.2 Kbp) of this pCCA363term and the previously prepared and obtained
NdeI-Bpu1102I fragment (370 bp) were ligated using DNA ligation kit (manufactured by Takara Shuzo Co., Ltd.) and
transformed into E. coli strain JM109a according to conventional methods to obtain the plasmid pCCN43SA363term
containing the present multiple mutation gene (Fig. 10).

3-2) Preparation of pCCT240AV288A (example of substitution regarding the 240th and 288th amino acids)

[0051] 10 µg of pCCT240A obtained in 2-2) was digested with ClaI and Mlul to obtain a 200 bp fragment. On the
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other hand, 3 µg of pCCV288A was digested with Clal and Mlul and treated with alkaline phosphatase. Then, Clal-Mlul
fragment (4.4 Kbp) of this pCCV288A and the previously prepared and obtained Clal-Mlul fragment (200 bp) were
ligated using DNA ligation kit (manufactured by Takara Shuzo Co., Ltd.) and transformed into E. coli strain JM109
according to the conventional method to obtain the plasmid pCCT240AV 288A containing the present multiple mutation
gene (Fig. 11).

Example 6: Production of the present esterase by transformant microorganism

[0052] A total of four strains of recombinant E. coli in which 3 kinds of the present esterase expression plasmids
were introduced (JM109/pCCN43SA363term, JM109/pCCT240AV288A, JM109/pCCV325I) obtained in Example 5 and
the transformant E. coli in which the wild-type esterase expression vector was introduced (JM109/pCC101) were in-
oculated in 50 mL (500 mL flask) of an LB medium (tryptone 1(w/v)%, yeast extract 0.5(w/v)%, NaCl 0.5(w/v)%),
cultured by shaking at 37°C and IPTG (isopropyl-β-D-thiogalactopyranoside) was added to the final concentration of
1mM at logarithmic growth phase (about 2 hours after initiation of culturing), followed by further culturing for 4 hours.
[0053] The cells were collected by centrifugation (8000g, 10 minutes, 4°C), and a sample prepared from the cells
(having an equivalent amount to an amount of cells contained in 5 µl of culturing medium) was analyzed by SDS-PAGE,
as a result protein was recognized as a main band at the position corresponding to the molecular weight of the present
esterase in all the four samples.

Example 7: Purification of the present esterase

[0054] Four kinds of transformant E. coli which had been cultured according to the manner as in Example 6 were
ultrasonically disrupted (20 KHz, 15 minutes, 4°C), respectively, and centrifuged (12000g, 30 minutes, 4°C) to obtain
the supernatant. 150 ml of the resulting supernatant was passed through a column filled with 200 ml of a negative ion-
exchange resin (DEAE-Sepharose fastflow, manufactured by Pharmacia). The column was washed with 0.15M NaCl
+ 10 mM Tris-HCl buffer (pH 7.5) and the present esterase was eluted with 0.15-0.35M NaCl linear concentration
gradient. Measurement of the activities of the eluted fractions was performed using p-nitrophenyl acetate (pNPA) which
is a general substrate for esterase. More particularly, 5 mM of a substrate dissolved in acetonitrile was added to 1.0
ml of 10 mM phosphate buffer (pH 7.5) containing the eluted fraction, which was maintained at 37°C and an increase
in absorbance at 410 nm was measured. The fractions in which the esterase activity was shown were collected, and
the fractions were passed through a column filled with 200 ml of a hydrophobic resin (Butyl-Toyopearl 650S, manufac-
tured by Toyosodakogyo). The column was washed with 10%(w/v) (NH4)2SO4 + 10 mM Tris-HCl buffer (pH 7.5), and
the present esterase was eluted with 10-0%(w/v) saturated ammonium sulfate linear concentration gradient. The frac-
tions in which the esterase activity was shown were collected and adopted as a purified enzyme (hereinafter referred
to as the present esterase N43SA362term, T240AV288A and V325I, and the wild-type (WT)).

Example 8: Measurement of the thermostability of the present esterase

[0055] The thermal stability of four kinds of purified enzymes obtained in Example 3 was measured according to the
following procedures.
[0056] 1.0 ml of 10 mM phosphate buffer (pH 7.5) with 10 µg/ml of the above purified enzyme added was maintained
at 70°C for 120 minutes and the activity of the present esterase was measured. Measurement of the activity was
performed using p-nitrophenyl acetate (pNPA) which is a general substrate for esterase. More particularly, 5 mM sub-
strate dissolved in acetonitrile was added to the test solution after maintaining a temperature, maintained at 37°C and
absorbance at 410 nm was measured. The results are shown in Table 1. A rate of the activity after temperature main-
tenance at 70°C for 120 minutes to that before the temperature maintenance is expressed as remaining activity per-
centage and a rate of the remaining activity of the present esterase when the remaining activity percentage of the wild-
type esterase (WT) is regarded as 100 is shown as the remaining activity ratio (to that of WT).
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[0057] As mentioned above, the present invention provides an esterase which may be utilized for organic synthesis
reaction for manufacturing medicaments, pesticides or intermediates thereof and is excellent in thermostability.

SEQUENCE LISTING

[0058]

<110> Sumitomo Chemical Company Limited

<120> Thermostable esterase and its gene

<130> D1866EP

<140> EP 99 11 2415.7
<141> 1999-06-29

<150> JP 10-184591
<151> 1998-06-30

<160> 22

<170> PatentIn Ver. 2.1

<210> 1
<211> 370
<212> PRT
<213> Chromobacterium SC-YM-1

<400> 1

Table 1

Remaining activity ratio (to
that of WT)

Remaining activity
percentage (%)

Remarks

N43SA363term 173 60.0 Amino acid substitution in
which the 43rd amino acid
in the amino acid
sequence shown by SEQ
ID NO: 1 is substituted with
serine

T240AV288A 171 59.3 Amino acid substitution in
which the 240th amino acid
in the amino acid
sequence shown by SEQ
ID NO: 1 is substituted with
alanine and the 288th
amino acid is substituted
with alanine

V325I 163 56.6 Amino acid substitution in
which the 325th amino acid
in the amino acid
sequence shown by SEQ
ID NO: 1 is substituted with
isoleucine

Wild-type esterase (WT) 100 34.7
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<210> 2
<211> 1110
<212> DNA
<213> Chromobacterium SC-YM-1

<400> 2



EP 0 969 094 B1

5

10

15

20

25

30

35

40

45

50

55

13

<210> 3
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 3

n = a, c, t or g

<210> 4
<211> 44
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 4

n = a, c, t or g

<210> 5
<211> 20
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence
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<400> 5

<210> 6
<211> 26
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 6

<210> 7
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 7

<210> 8
<211> 45
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 8

<210> 9
<211> 29
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 9

<210> 10
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<211> 37
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 10

<210> 11
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 11

<210> 12
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 12

<210> 13
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 13

<210> 14
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence
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<400> 14

<210> 15
<211> 35
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 15

<210> 16
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 16

<210> 17
<211> 28
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 17

<210> 18
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 18

<210> 19
<211> 30
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<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 19

<210> 20
<211> 29
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 20

<210> 21
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 21

<210> 22
<211> 30
<212> DNA
<213> Artificial Sequence

<220>
<223> Description of Artificial Sequence: artificial sequence

<400> 22

Claims

1. An esterase which is characterized in that it has at least a partial amino acid sequence necessary for expressing
the thermostable esterase activity among the amino acid sequence shown by SEQ ID NO: 1 having any one of
the following amino acid substitutions:

(1) amino acid substitution where the 325th amino acid in the amino acid sequence shown by SEQ ID NO: 1
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is substituted with isoleucine,
(2) amino acid substitution where the 240th amino acid in the amino acid sequence shown by SEQ ID NO: 1
is substituted with alanine, and the 288th amino acid is substituted with alanine,
(3) amino acid substitution where the 43rd amino acid in the amino acid sequence shown by SEQ ID NO: 1
is substituted with serine.

2. A gene which is characterized in that it encodes the esterase of claim 1.

3. A plasmid which is characterized in that it contains the gene of claim 2.

4. A microorganism which is characterized in that it contains the plasmid of claim 3.

5. A process for producing an esterase, which is characterized by comprising culturing the microorganism of claim
4 and, thereby, allowing the microorganism to produce an esterase, and optionally isolating the microorganism or
the esterase from the culture.

6. Use of an esterase of claim 1, a gene of claim 2, a plasmid of claim 3 or a microorganism of claim 4 for the
manufacture of medicaments, pesticides or intermediates thereof.

Patentansprüche

1. Esterase, dadurch gekennzeichnet, dass sie mindestens eine Aminosäureteilsequenz enthält, die nötig ist zur
Expression der thermostabilen Esteraseaktivität, innerhalb der in SEQ ID NR: 1 gezeigten Aminosäuresequenz
und einen der folgenden Aminosäureaustausche hat:

(1) einen Aminosäureaustausch, bei dem die 325. Aminosäure, in der in SEQ ID NR: 1 gezeigten Aminosäu-
resequenz durch Isoleucin ersetzt ist,
(2) einen Aminosäureaustausch, bei dem die 240. Aminosäure, in der in SEQ ID NR: 1 gezeigten Aminosäu-
resequenz durch Alanin ersetzt und die 288. Aminosäure durch Alanin ersetzt ist,
(3) einen Aminosäureaustausch, bei dem die 43. Aminosäure, in der in SEQ ID NR: 1 gezeigten Aminosäu-
resequenz durch Serin ersetzt ist.

2. Gen, dadurch gekennzeichnet, dass es die Esterase nach Anspruch 1 codiert.

3. Plasmid, dadurch gekennzeichnet, dass es das Gen nach Anspruch 2 enthält.

4. Mikroorganismus, dadurch gekennzeichnet, dass er das Plasmid nach Anspruch 3 enthält.

5. Verfahren zur Herstellung einer Esterase, dadurch gekennzeichnet, dass es die Züchtung des Mikroorganismus
nach Anspruch 4 umfasst und es dabei dem Mikroorganismus gestattet, eine Esterase herzustellen, und gegebe-
nenfalls die Isolierung des Mikroorganismus oder der Esterase aus der Kultur.

6. Verwendung einer Esterase nach Anspruch 1, eines Gens nach Anspruch 2, eines Plasmids nach Anspruch 3
oder eines Mikroorganismus nach Anspruch 4 zur Herstellung von Medikamenten, Pestiziden oder Zwischenpro-
dukten davon.

Revendications

1. Estérase qui est caractérisée par le fait qu'elle a au moins une séquence partielle des acides aminés nécessaire
pour exprimer l'activité estérasique thermostable parmi la séquence des acides aminés représentée par le numéro
d'identification de séquence n° : 1 ayant l'une quelconque des substitutions d'un acide aminé suivantes :

(1) substitution d'un acide aminé dans laquelle le 325ème acide aminé dans la séquence des acides aminés
représentée par le numéro d'identification de séquence n° : 1 est substitué avec de l'isoleucine,
(2) substitution d'un acide aminé dans laquelle le 240ème acide aminé dans la séquence des acides aminés
représentée par le numéro d'identification de séquence n° : 1 est substitué avec de l'alanine et le 288ème acide
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aminé est substitué avec de l'alamine.
(3) substitution d'un acide aminé dans laquelle le 43ème acide aminé dans la séquence des acides aminés
représentée par le numéro d'identification de séquence n° : 1 est substitué avec de la sérine.

2. Gène qui est caractérisé en ce qu'il code pour l'estérase selon la revendication 1.

3. Plasmide qui est caractérisé en ce qu'il contient le gène selon la revendication 2.

4. Micro-organisme qui est caractérisé en ce qu'il contient le plasmide selon la revendication 3.

5. Procédé pour produire une estérase, qui est caractérisé par le fait qu'il comprend les étapes consistant à cultiver
le micro-organisme de la revendication 4, permettant, de ce fait, au micro-organisme de produire une estérase,
et éventuellement isoler le micro-organisme ou l'estérase de la culture.

6. Utilisation d'une estérase selon la revendication 1, d'un gène selon la revendication 2, d'un plasmide selon la
revendication 3 ou d'un micro-organisme selon la revendication 4 pour la fabrication de médicaments, de pesticides
ou d'intermédiaires de ceux-ci.
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