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The demand for non-calorigenic protein-based sweeteners
with favorable taste properties is high. Most proteins are taste-
less and flavorless, while some proteins elicit a sweet-taste re-
sponse on the human palate.1 Seven sweet-taste proteins derived
from a variety of plants (or rarely from animals) were identified
as eliciting a sweet-taste response: thaumatin; monellin; mabin-
lin; brazzein; neoculin; miraculin; egg white lysozyme. Among
them, brazzein possessed better pH and thermal stabilities and
a pleasant sweet taste profile. Brazzein was isolated from the
fruit of the West African Pentadiplandra brazzeana Baillon
plant.2 It is a single-chain polypeptide consisting of 54 amino
acid residues, with a corresponding molecular mass of approxi-
mately 6.5 kDa. Brazzein is heat-stable, with its sweetness re-
maining after heating at 98 °C for 2 h and 80 °C for 4.5 hata pH
range of 2.5 - 8. This stability may be due to four intramole-
cular disulfide bonds and the absence of no-free sulthydryl
groups within the molecule. Brazzein water solubility is at least
50 mg/mL. From the point of view of its sweetness, heat sta-
bility, high water solubility, and minimum molecular weight,
brazzein is currently the superior protein sweetener.

Extraction of brazzein from its natural source is expensive
and, therefore, not applicable. To date, brazzein has been pro-
ducedin E. coli,3’4 maize,5 and Lactococcus lactis.® These hetero-
logous productions of brazzein are often complicated by the
fact that the protein contains four disulfide bridges and requires
a specific N-terminal sequence. Previous studies for the expre-
ssion of brazzein from Escherichia coli report that the recom-
binant brazzein expressed in the cytoplasm of Escherichia coli
exists in an insoluble form, involving several steps with a low
overall yield: expression as a fusion protein, denaturation and
renaturation, oxidation of the cysteines, and cleavage by cyano-
gen bromide or SUMO protease at an engineered methionine
adjacent to the desired N-terminus. To improve production
levels of the recombinant soluble brazzein, in the present study,
we established a new strategy using the pelB leader sequence
of E. coli for brazzein expression. Secretory production of the
recombinant proteins by E. coli has several advantages over
intracellular production as inclusion bodies. In most cases,
targeting protein production to the periplasmic space facilitates
downstream processing, folding, and in vivo stability, enabling
production of soluble and biologically active proteins at a re-
duced process cost. When the protein had multiple intramole-
cular disulfide bonds, it was difficult to achieve proper folding
in the cytosol of E. coli since it is highly reducing environment.

Nevertheless, the secretion of this protein into the periplasmic
space in E. coli gives a better chance of proper folding due to
the increased oxidizing conditions in this extracellular compart-
ment. Besides the formation of correct disulfide bonds, produc-
tion into the periplasmic space can also ease puriﬁcation.7’8
Thus, we designed a gene with a pelB signal sequence adjacent
to the N-terminal for soluble protein production in the periplas-
mic space and synthesized the gene that incorporated codons
optimal for protein production in E. coli (Fig. 1). The synthetic
brazzein gene was cloned into pET-26b to improve production
levels of the recombinant soluble brazzein by periplasmic se-
cretion. The resulted expression vector, pET-Brazzein was trans-
formed the E. coli strain BL21 Star (DE3).

Brazzein purified from its natural source consists of a major
form (~80%) and minor form (~20%).” The major form contains
a pyroglutamate at its N-terminus, while the minor form lacks
this N-terminal pyroglutamate. The major form is 500 to 2,000
times sweeter than sucrose. Conversely, the minor form has
nearly twice the sweetness of the major form. To make the mi-
nor-form mutant that lacked a N-terminal methionine, a starting
codon in the Nco 1 site of the pET-Brazzein was deleted by site-

ATG AAA TAC CIG CIG CCG ACC GCT GCT GCI GGI CIG CIG
CIC CIC GCT GCC CAG CCG GCG ATG GCC GAT AAG TGC AAG
AAG GTT TAC GAA AAT TAC CCA GTT TCT AAG TGC CAA CTT

GCT AAT CAA TGC AAT TAC GAT TGC AAG CTT GCT AAG CAT

40
GCT AGA TCT GGA GAA TGC TIT TAC GAT GAA AAG AGA AAT

50
CTT CAA TGC ATT TGC GAT TAC TGC GAA TAC TAG TAT
L Q c 1 c D Y € E Y  Stop Stop

Figure 1. The DNA sequence of the synthesized brazzein gene en-
coding 53 amino acids that combined with the pelB leader sequence
and amino acid sequence of the resulted recombinant brazzein. The
sequence ends with two TAG and TAA termination codons. Gray box
(1) indicates the sequence of the pelB leader sequence.
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Table 1. Comparison of the sweet taste properties of sucrose, the
wild-type brazzein (WT-Brazzein) and the minor-form mutant (MF-
Mutant)

Experimental taste Sweetness in comparison

Sweet tasting threshold to sucrose
molecule I
(g(100mL) ) (uM) (g/g) (molecule)
Sucrose 1.0 58,000 1 1
WT-Brazzein 0.0025 3.94 800 14,848
MF-Mutant 0.0011 1.71 1840 34,150
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Figure 2. Construction of the expression vectors, pET-Brazzein and
pET-Brazzein(-Met). The synthetic brazzein gene was inserted into the
pET-26b vector with both Nco I and Xho I restriction sites and deleted
a starting codon in the Nco I site by site-directed mutagenesis to make
the minor-form brazzein, which lacked an N-terminal methionine.

directed mutagenesis (Fig. 2). The resulted expression vector,
pET-Brazzein(-Met), was transformed the E. coli strain BL21
Star (DE3).

In an attempt to improve expression levels of the soluble form,
different expression conditions were tested (optical density Agoo
at induction, IPTG concentration, temperature of growth, E. coli
strain). For maximum yield of the soluble protein, £. coli BL21
Star (DE3) cells harboring pET-Brazzein and pET-Brazzein
(-Met) were grown at 30 °C for 10 h. In addition, the recombi-
nant wild-type brazzein and minor-form mutant were strongly
expressed without adding an inducer IPTG and seemed to be
expressed by basal expression under our expression system. The
recombinant wild-type brazzein and minor-form mutant were
efficiently produced in the soluble form into the periplasm at an
amount approximately 80 - 90% of the total periplasmic pro-
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Figure 3. SDS-PAGE analysis at different stages of purification. Lane
M, molecular weight standard marker; lane 1, purified recombinant
wild-type brazzein after periplasmic fractionation and heat treatment;
lane 2, periplasmic fraction in BL21 Star (DE3) with pET-Brazzein.

teins. They were purified to yield approximately 6.7 mg/L, using
the periplasmic fractionation and heat treatment. The purities
of the recombinant wild-type brazzein and minor-form mutant
were confirmed by SDS-PAGE and HPLC. The purified brazzein
appeared as a single band on SDS-PAGE with an apparent M,
0f 6,500 Da (Fig. 3); the elution times for the folded recombi-
nant brazzeins were 11 0.5 min, as denoted by RP-HPLC (data
not shown).

To identify the successive secretory production of the design-
ed recombinant brazzeins into the periplasmic space of E. coli,
the N-terminal amino acids of the purified recombinant brazzeins
were determined by automated Edman degradation. The N-ter-
minal amino acid sequences of the purified recombinant wild-
type brazzein and minor-form mutant were M-D-K-C-K-K-V-
Y-E-N and D-K-C-K-K-V-Y-E-N corresponded to that deduced
from the minor form of the brazzein gene, respectively. These
results revealed that the brazzeins expressed using the pelB
leader sequence were localized in the periplasmic fraction of
the cell and the pelB leader sequence cut with signal peptidase
during protein exit out from cytosol to periplasm.9

Compared to the sucrose solutions of different concentra-
tions, the intensities of sweetness of the purified recombinant
brazzeins were as potent as the natural one. The intensity of
sweetness of the recombinant wild-type brazzein was approxi-
mately 800 times sweeter than sucrose on a weight basis, app-
roximately 14,848 times sweeter on a molar basis. On the other
hand, the intensity of sweetness of the recombinant minor-form
mutant was approximately 1,840 times sweeter than sucrose
on a weight basis, approximately 34,150 times sweeter on a
molar basis, and equivalent to that of the minor form isolated
from fruit. This indicates that the N-terminal deletion mutation
increases sweetness, and the N-terminal region is involved in
the sweetness of brazzein. Assadi-Porter ez al.'’ also reported
that Asp2Asn replacement resulted in decreased sweetness,
whereas increasing the size of the side chain (Asp2Glu) while
maintaining the charge leads to little or no change in sweetness.
Taken together, we suggest that Asp2 residue in N-terminus of
brazzein plays a role in sweetness and the charge at this posi-
tion is essential to function.
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The bacterial system is ideal for its ease of rapid genetic
manipulation, such as site-directed mutagenesis. Conventional
pET vectors are generally successful for the expression of solu-
ble foreign proteins. However, the yields with this expression
system of small proteins containing multiple disulfide bridges,
such as brazzein, are frequently low. Previous studies to express
genetically optimized synthetic brazzein in E. coli involved ex-
pression as an inclusion body or as fusion proteins with staphy-
lococcal nuclease and His-SUMO, but required several purifi-
cation steps with low overall yields.3’4 Accordingly, proteins
of this kind often are expressed in yeast or insect cells, which
provide a eukaryotic environment. Previous attempts to express
genetically optimized synthetic brazzein in yeast have proven
unsuccessful.'"'> An alternative approach is to produce the tar-
get protein as a secretory protein. In this study, we have shown
the secretory system to be an excellent method of producing the
soluble form of brazzein in E. coli at high yield. Moreover, the
pelB signal peptide used in this study was effective for directing
recombinant brazzein to be secreted into the peripheral space,
but not into the culture. In addition, the recombinant brazzein
could be purified by incubating the periplasmic fractions at high
temperatures. The new expression method in this study has
three major advantages over the E. coli expression systems de-
veloped earlier: (1) the pET-Brazzein and pET-Brazzein(-Met)
expression systems based on the periplasmic secretion do not
require solubilization and refolding; (2) the purification pro-
cedure is simple and quick; (3) the recombinant proteins do
not require protease cleavage or CNBr cleavage. Thus, the new
protocol provides a higher yield of brazzein with less time and
effort.

In summary, we designed the synthetic gene encoding bra-
zzein, a sweet protein based not only on the biased codons of
Escherichia coli, so as to optimize its expression, but also on
the periplasmic secretion for expression in an active, soluble
form. To make the minor-form mutant, a starting codon in the
gene was deleted by site-directed mutagenesis. The expressed
soluble recombinant wild-type brazzein and minor-form mutant
were purified by periplasmic fractionation and heat treatment
to give a higher yield. The identity and purity of the recombinant
proteins were confirmed by N-terminal amino acid analysis,
taste testing, SDS-PAGE, and HPLC. The purified wild-type
brazzein and minor-form mutant had approximately 800 and
1,840 times sweeter than sucrose on a weight basis, respectively.
This suggests that the N-terminal region of brazzein is involved
in the sweetness. The current expression and purification pro-
tocol should prove useful for the production of large amounts of
active and soluble brazzein to study the relationship between
the structure and sweetness of brazzein, as well as the inter-
action between sweet-tasting proteins and their putative recep-
tors by site-directed mutagenesis and structural analysis.

Experimental Section

Design and synthesis of the brazzein gene. The GenScript’s
OptimumGene" " Gene Design system (Piscataway, NJ, USA)
was used in designing the synthetic gene, which was based on
the amino acid sequence of naturally occurring brazzein® and
optimized with a codon usage and a stable predicted mRNA
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secondary structure to achieve the highest possible levels of
productivity in E. coli expression systems (Fig. 1).

Construction of the brazzein expression vector and site-di-
rected mutagenesis. The synthetic brazzein gene was cloned
into an expression vector pET-26b(+) (Novagen, Madison, WI,
USA) with a T7 promoter using Nco I and Xho I sites. The
brazzein gene was localized just after a pelB leader sequence
in the expression vector to secret recombinant brazzein into the
periplasm of the E. coli (Fig. 1). In addition, a starting codon
(Met) in the Nco I site was also deleted with site-directed muta-
genesis, since the amino acid sequence of natural brazzein
lacked a N-terminal methionine (Fig. 2). The oligonucleotide
primers used for the site-directed mutagenesis follow: primer-
1,5’-GCGCGGGGGCGCGGCCAGCCGAAG-3’; primer-2,
5’-CTTCGGCTGGCCGCGCC CCCGCGC-3’. Mutagenesis
was performed according to the protocol of a Mutant' " -Super
Express Km kit (Takara Shuzo Co., Otsu, Shiga, Japan). Con-
struction of a single-stranded DNA template for mutagenesis
and confirmation of mutation were performed as described in
a previous paper. " The resulting vectors were designated pET-
Brazzein and pET-Brazzein(-Met) and used to transform the
E. coli strain BL21 Star (DE3). The colony containing the app-
ropriate insert was identified by DNA sequencing (COSMO
Genetech, Seoul, Korea).

Expression and purification of recombinant brazzeins. The
E. coli strain BL21 Star (DE3) harboring each of the constructed
plasmids was grown in LB broth containing kanamycin (30.0
pg/mL) at 30 or 37 °C and induced at ODgo = 0.4 with 0 - 1.0
mM isopropyl-f-D-thiogalactopyranoside (IPTG) for 4 - 12 h.
The induced cells were harvested by centrifugation at 8,000 g
for 10 min at 4 °C. The periplasmic extract was prepared by the
osmotic shock method.'*" The supernatant, hereafter termed
the periplasmic fraction, was subjected to thermal treatment at
80 °C for 1 h and centrifuged at 40,000 g for 60 min at 4 °C.
The supernatant was dialyzed against the distilled water and
freeze-dried. The final freeze-dried solid brazzeins were white
in appearance. The purified proteins were used for the next ex-
periment. Protein concentration was determined by the BCA
assay reagent (Pierce Chemical Co., Rockford, IL, USA) using
bovine serum albumin as the standard protein.

Measurement of sweet-tasting activity. The sweet-tasting
activity of the recombinant brazzeins were assayed by sensory
analysis using double blind taste test of twenty people. The
purified recombinant brazzeins were lyophilized and dissolved
in water (1.0 mg/mL). The brazzein solutions were prepared
at the following concentration: 0.5, 1.0, 2.0, 3.0, 4.0, 5.0, 6.0,
7.0, 8.0,9.0, and 10.0 pg/mL. A 1% sucrose solution was pre-
pared for comparison as 1% sucrose is the lowest concentration
detectable by humans. The taste panel consisted of ten females
and ten males of reported good health and normal sense of taste.
Two-hundred-microliter samples were applied to the anterior
part of the tongue. The mouth was rinsed with tap water after
each test. The taste panel sampled from lower concentration
samples to higher. Each taster chose the first sample that could
be sensed for sweetness. Sweetness potencies were reported
relative to sucrose on a weight basis.

N-Terminal amino acid sequencing and SDS-PAGE. For the
recombinant wild-type brazzein and minor-form mutant, the
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N-terminal amino acid sequences were determined by auto-
mated Edman degradation using an Applied Biosystems 420A
Protein sequencer. Denaturing SDS-PAGE was performed with
16.5% Tris-tricine gels to evaluate the purity of the purified
recombinant wild-type brazzein and minor-form mutant.'® The
molecular-mass markers were Polypeptide SDS-PAGE Mole-
cular Weight Standards (Bio-Rad, Hercules, CA, USA) con-
taining triosephosphate isomerase (26.6 kDa), myoglobin (17.0
kDa), a-lactalbumin (14.4 kDa), and aprotinin (6.5 kDa). Coo-
massie Blue R-250 was used for protein staining.
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