
ORIGINAL PAPER

A luminescent bacterium assay of fusaric acid produced
by Fusarium proliferatum from banana

Jing Li & Guoxiang Jiang & Bao Yang & Xinhong Dong &

Linyan Feng & Sen Lin & Feng Chen &

Muhammad Ashraf & Yueming Jiang

Received: 27 June 2011 /Revised: 13 October 2011 /Accepted: 31 October 2011 /Published online: 23 November 2011
# Springer-Verlag 2011

Abstract Fusarium proliferatum was isolated as a major
pathogen causing the Fusarium disease in harvested banana
fruit. One of its major compounds, fusaric acid, was
identified by high-performance liquid chromatography–
electrospray ionization mass spectrometry (HPLC–ESI–
MS). Because the light intensity of the luminescent
bacterium Vibrio qinghaiensis sp. Nov. Q67 can be
inhibited by fusaric acid, the fusaric acid content of F.
proliferatum was assessed and compared by both the HPLC
and luminescent bacterium methods. Although both methods
afforded almost similar values of fusaric acid, the latter
indicated slightly lower content than the former. Czapek
medium was more suitable for the growth of F. proliferatum
and fusaric acid production than modified Richard medium,
with an optimum pH of approximately 7.0. However, no
significant (P<0.05) correlation was obtained between the
fusaric acid production and growth of mycelia of F. prolifer-
atum. The study suggests that the bioevaluation by use of the
luminescent bacterium was effective in monitoring fusaric acid
production by F. proliferatum without expensive equipment.
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Introduction

Fusarium proliferatum is a fungal pathogen found all over
the world. It has been reported as a pathogen of a number of
crops, fruit, and vegetables, for example maize [1], rice [2,
3], asparagus [4], banana [5], mango [6], date palm [7],
Allium fistulosum [3], onion, and garlic [2]. This pathogen is
known to produce a series of toxic secondary metabolites,
for example fumonisins, moniliformin, beauvericin, fusapro-
liferin, fusaric acid, and bikaverin [2–4, 8], depending on its
different strains and/or culture media. For example, Jiménez
and Mateo reported that F. proliferatum isolated from banana
fruit could yield a large amount of fumonisin B1, rather than
other mycotoxins, in corn and rice cultures [11]. However, F.
proliferatum isolated from banana skin produced a large
amount of fusaric acid (5-butylpicolinic acid) in Czapek
culture in our preliminary study.

Fusaric acid is a well-known phytotoxin which triggers
wilt disease in different plants [9]. Moreover, it is a
mycotoxin with low to moderate toxicity and synergistic
effects with other mycotoxins [10]. Current methods for
analysis of fusaric acid commonly involve UV spectropho-
tometry, high-performance liquid chromatography (HPLC),
high-performance liquid chromatography–electrospray
ionization mass spectrometry–mass spectrometry (HPLC–
ESI–MS–MS) and gas chromatography–mass spectrometry
(GC–MS) [7, 12]. Although the UV method is simple, it
usually requires a complex preparation procedure for sample
extraction and clean-up. In addition, fusaric acid at a low
level cannot be detected because of poor recovery during
sample treatment or a relatively low instrumental sensitivity.

J. Li :G. Jiang : B. Yang :X. Dong : L. Feng : S. Lin :
Y. Jiang (*)
Key Laboratory of Plant Resources Conservation and Sustainable
Utilization, South China Botanical Garden, Chinese Academy
of Sciences,
Guangzhou 510650, China
e-mail: ymjiang@scbg.ac.cn

F. Chen
Department of Food, Nutrition and Packaging Sciences, Clemson
University,
Clemson, SC 29634, USA

M. Ashraf
Department of Botany, Faculty of Sciences, University
of Agriculture,
Faisalabad 38040, Pakistan

Anal Bioanal Chem (2012) 402:1347–1354
DOI 10.1007/s00216-011-5546-6



In contrast, chromatographic methods, for example HPLC–
ESI–MS and GC–MS are highly sensitive, but are expensive.
In addition, it is difficult to evaluate accurately the hazard of
mycotoxin contamination of food and animal feed because of
interference from other toxic chemicals [13]. Therefore, it is
necessary to develop a simple, reproducible and inexpensive
method for detection of secondary metabolites, particularly
the fusaric acid produced by the pathogen.

Bioassays have become increasingly useful for mycotoxin
detection as an alternative to chemical analysis. One of these
rapid and cost-effective methods for testing potential toxicity
is the Microtox assay system [14], which, in fact, measures
the decrease in light emission by the luminescent bacterium
Vibrio fischeri after contact with toxic compounds. However,
use of the Microtox assay has an obvious limitation because
it is operated in a very narrow pH range (pH 6.5−7.5) and
requires an additional 2−3% sodium chloride [15], which is
believed to be able to interfere with the inherent properties of
some samples [16–18]. Therefore, the effectiveness of this
luminescence bioassay is restricted and needs to be
improved.

A fresh water luminescent bacterium Vibrio qing-
haiensis sp. Q67 has been extensively used, with much
experimental reliability and effectiveness, to assess the
potential toxicity of different types of chemical pollutant
[19–22]. Moreover, this freshwater bacterium tolerates a
wide range of pH and is luminescent in fresh water [23].
Use of V. qinghaiensis sp. Q67 to evaluate the toxicity of
secondary metabolites produced by microorganisms has
therefore been suggested.

Fresh fruit after harvest is very perishable because of
infection by pathogens. Banana is an important economic
fruit throughout the world, but deteriorates easily owing to
rot development caused by infection with post-harvest
pathogens, for example F. proliferatum. Because fusaric
acid is a characteristic compound produced by F. prolifer-
atum, the objective of this study was to identify fusaric acid
by HPLC–ESI–MS then use the luminescent bacterium V.
qinghaiensis sp. Q67 to estimate the amount of fusaric acid
produced by F. proliferatum in different culture media, at
different pH, and with different incubation time, and finally
compare the aforementioned two methods for measurement
of fusaric acid. This study can also help develop a novel
luminescent bacterium method for monitoring the potential
toxicity of secondary metabolites produced by fungi.

Experimental

Isolation and culture of fungus

Decayed banana fruit were collected and cut into 3-mm
pieces which were dipped into 75% ethyl alcohol for 5–

10 s, sterilized with 0.1% HgCl2 solution for 1 min, washed
three times with sterile distilled water, and then placed into
potato dextrose agar (PDA) medium in 90-mm Petri dishes.
After incubation for 5 days at 28 °C, agar pieces with
mycelia were taken from colony edge and transferred to the
PDA plates for incubation at 25 °C. A pure strain was
obtained and identified as Fusarium proliferatum by
Guangdong Detection Center of Microbiology, Guangzhou,
China.

Czapek medium consisted of 2 g NaNO3, 1 g KH2PO4,
0.5 g KCl, 0.5 g MgSO4·7H2O, 0.01 g FeSO4, and 30.0 g
sucrose, in a total volume of 1000 mL distilled water;
modified Richard’s medium comprised 10 g KNO3, 5 g
KH2PO4, 2.5 g MgSO4·7H2O, 0.02 g FeSO4, and 50.0 g
sucrose, in a total volume of 1000 mL distilled water.
Potato dextrose bouillon was made by boiling 1000 mL
distilled water containing 200 g potato for 30 min. The
slurry was then filtered through a double layered muslin
cloth before addition of 20 g dextrose. Potato sucrose
bouillon was also made by using 20 g of sucrose instead of
20 g of dextrose in the potato dextrose bouillon. Corn
culture-medium (20%, w/v) was prepared by boiling
1000 mL distilled water containing 200 g dry corn powder
for 60 min. The mixture was then filtered through a double
layered muslin cloth and the final volume was diluted to a
total volume of 1000 mL.

Frozen powder of the luminescent bacterium V. qing-
haiensis sp. Nov. Q67 was obtained from Beijing
Hamamatsu Photon Technology (Beijing, China). The
culture medium consisted of 13.6 mg KH2PO4, 35.8 mg
Na2HPO4·12H2O, 0.25 g MgSO4·7H2O, 0.61 g
MgCl2·6H2O, 33.0 mg CaCl2, 1.34 g NaHCO3, 1.54 g
NaCl, 5.0 g yeast extract, 5.0 g tryptone, and 3.0 g glycerin
in a total volume of 1000 mL distilled water.

Extraction of secondary metabolites from F. proliferatum

Extraction of secondary metabolites was carried out in
accordance with the methods of Wu et al. [9] and Jurado et
al. [24], with some modifications. Czapek medium
(100 mL) was placed in a conical flask, autoclaved at
121 °C for 20 min, then cooled naturally to room
temperature. The broth in the conical flask was inoculated
with mycelia disks of F. proliferatum. Cultures were
incubated at 28 °C for 10 days with 12 h illumination
every day in an orbital shaker (150 rpm). The resulting
broth was adjusted to pH 2 with 2 mol L−1 HCl and then
extracted five times with ethyl acetate to obtain the
metabolite extract. To obtain the dry extract the solvent
was removed by rotary evaporation at 40 °C under vacuum.
The dried residue was dissolved in 5 mL methanol then
filtered through a 0.45-μm Millipore membrane filter
before HPLC–ESI–MS analysis.
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Identification of fusaric acid by HPLC–ESI–MS

The secondary metabolites produced by F. proliferatum
were detected by use of HPLC–ESI–MS–MS (Agilent,
USA, 1100 Esquire HCTplus) with an Eclipseplus C18

column (150 mm×2.1 mm i.d., 5 μm particle size;
Agilent, USA) using a binary mobile phase gradient
prepared from 0.1% trifluoroacetic acid as component A
and acetonitrile as component B [9, 25]. The HPLC
conditions were: isocratic step at 10% solvent B for 3 min
followed by a linear gradient to 100% solvent B for 25 min,
with a flow rate of 0.2 mL min−1. The sample injection
volume was 5 μL. The general ESI–MS–MS conditions,
adopted from the method described by Yamashita et al. [26]
were: spray voltage, +4500 V; sheath gas (nitrogen)
pressure, 30 arbitrary units; collision gas argon, 1.5
mTorr; auxiliary gas (nitrogen) pressure, 15 arbitrary units;

and ion transfer capillary temperature, 350 °C. The mass
spectrometer was run in the full-scan mode, and the
fragments were detected over m/z 50−400 scan range. The
targeted protonated molecular ion was 180 ([M+H]+)
(Fig. 1a). For quantification of fusaric acid produced by F.
proliferatum, fusaric acid standard was purchased from
Sigma–Aldrich to prepare an external calibration plot which
was linear in the range 0.1−2 mg mL−1 (Fig. 2).

Determination of fusaric acid content by use
of V. qinghaiensis sp. Nov. Q67

Determination of fusaric acid content was carried out by the
method of Ma et al. [23], with some modifications. Before
each test, the relative light unit (RLU) of V. qinghaiensis sp.
Nov. Q67 was adjusted to 50,000−300,000 by adding 0.8%
NaCl solution. The assay was carried out by adding 0.1 mL

Fig. 1 HPLC–ESI–MS chroma-
tograms obtained from fusaric
acid standard (a) and an ethyl
acetate extract of the Czapek
culture filtrate of Fusarium
proliferatum (b)
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bacterial suspension and 0.9 mL 0.8% NaCl test solution
into a glass vessel. After thorough mixing of the mixture,
the initial RLU was recorded by use of a luminometer
(BPCL-16Y Ultra-Weak Luminescence Analyzer, Institute
of Biophysics, Chinese Academy of Sciences, Beijing,
China). The final RLU was recorded at 5-min intervals at
22±1 °C. Standard fusaric acid at five concentrations (5,
10, 20, 30, and 40 μg mL−1) in 0.8% NaCl solution was
prepared; 0.8% NaCl solution was used as control. The
inhibition (E) induced by the fusaric acid against V.
qinghaiensis sp. Nov. Q67, was expressed by the formula:
E (%)=(I0−I)/I0×100, where I0 and I were the averages of
the RLU of V. qinghaiensis sp. Nov. Q67 exposed to the
control and test solutions, respectively. The calibration
curve was linear in the range 5−40 μg mL−1 fusaric acid
standard (Fig. 3).

Fusaric acid production by F. proliferatum

Different culture media, i.e., Czapek medium, modified
Richard medium, potato dextrose bouillon, potato sucrose
bouillon, and corn culture-medium were tested in the
production of fusaric acid by F. proliferatum. The initial
pH of the Czapek medium was adjusted to 3.0−10.0 with
1 mol L−1 HCl or NaOH. After 10 days of culture of F.
proliferatum in these media, fusaric acid was extracted by
the aforementioned method and mycelia were collected. To
investigate the effect of culture time, Czapek medium was
used to collect mycelia every 5 days and fusaric acid was
extracted and analyzed by both the HPLC and luminescent
bacterium methods. Mycelia were collected by filtration
through Whatman (UK) No. 1 paper, then dried in an oven
overnight and finally weighed as a growth indicator [27].
All the experiments were performed in triplicate.

To evaluate the recovery of the luminescent bacterium
assay after 10 days of culture of F. proliferatum in Czapek
medium, samples were spiked with 0 or 2 mg mL−1

standard fusaric acid. Fusaric acid was then extracted,
dried, and analyzed by the luminescent bacterium method
as mentioned above, to evaluate the recovery. The
experiment was repeated three times.

Data analysis

Results for each variable were analyzed statistically by use
of SPSS version 16.0 (SPSS, Chicago, USA). The mean
values were compared using two-tailed t-tests at P<0.05.

Results and discussion

Identification of fusaric acid

Fusarium proliferatum is a major pathogen of harvested
banana fruit. Jiménez and Mateo reported that F. prolifer-
atum isolated from decayed banana fruit can yield a large
amount of fuminosin B1 but did not produce other
mycotoxins in corn and rice cultures [11]. Some reports
have shown that one strain of F. proliferatum can produce
different mycotoxins in different cultures [1–8]. Fusaric
acid could be produced by some Fusarium species,
including F. proliferatum [10]. In this study, F. proliferatum
isolated from decayed banana fruit was found to be able to
produce a large amount of fusaric acid. Figure 1 shows the
HPLC–MS chromatograms obtained from fusaric acid
standard and from the ethyl acetate extract of Czapek
culture filtrate of F. proliferatum. HPLC–MS analysis
showed a peak of fusaric acid standard at a retention time
of 5.50 min (Fig. 1a). A similar peak of the Czapek culture
filtrate was observed at 5.48 min (Fig. 1b). Both peaks had
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Fig. 3 Linearity for analysis of fusaric acid by use of the V.
qinghaiensis sp. Nov. Q67 luminescence method
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a molecular ion [M+H]+ at m/z 180 and the major fragment
ion at m/z 152 in their positive ESI–MS spectra, in
agreement with spectra of fusaric acid previously reported
by Son et al. [28]. Thus, the presence of fusaric acid in the
ethyl acetate extract of Czapek culture filtrate was con-
firmed on the basis of the same retention time and ion
profile. The linear relationship between peak area and
concentration of fusaric acid was represented by the
equation y=11040000x+1057000, with a correlation coef-
ficient (R2) of 0.9839 (Fig. 2).

Amalfitano et al. [29] developed a simple and rapid
HPLC method using a high-density C18 column for
quantitative analysis of fusaric and dehydrofusaric acids
and their methyl esters in methanol extracts from lyophi-
lized culture filtrates of Fusarium species. In that method,
methanol, water, and 1% dipotassium hydrogen phosphate
buffer at pH 7.35 were used as mobile phase. In this study,
it was found that fusaric acid could be rapidly separated by
use of trifluoroacetic acid and acetonitrile as mobile phase,
which has an advantage of avoiding precipitation of
inorganic salts in the column and detector. In general, the
HPLC–MS analysis is regarded as a desirable method for
identification of fusaric acid, despite its instrumental cost.

Evaluation of the biological toxicity of fusaric acid by use
of V. qinghaiensis sp. Nov. Q67

The effect of fusaric acid on the light intensity of the
luminescent bacteriumV. qinghaiensis sp. Nov. Q67 is shown
in Fig. 4. The relative light intensity of V. qinghaiensis sp.
Nov. Q67 was highly dependent on fusaric acid concentra-
tion and incubation time. Increasing the concentration of
fusaric acid significantly enhanced inhibition of light
emission by the luminescent bacterium. Inhibition by fusaric
acid of the intensity of light emitted by V. qinghaiensis sp.
Nov. Q67 generally increased with increasing incubation
duration up to 45 min, although it did not increase
substantially after 15 min. Thus, an incubation time of
15 min was selected for this bioassay. The concentration
resulting in 50% inhibition of the light intensity of the
luminescent bacterium (EC50) was 16.50 μg mL−1 (Fig. 3).
Furthermore, it was found that recovery in the luminescent
bacterium method was satisfactory—in the range 86.5–
91.9%, with a mean recovery of 88.9%.

Bacteria as indicators have been widely used to
assess the overall toxicity of chemicals, commercial
products, and environmental pollution [30, 31]. Kratasyuk et

Response time (min) 

0 5 10 15 20 25 30 35 40 45
R

el
at

iv
e 

in
hi

bi
to

ry
 r

at
e 

(%
)

0

20

40

60

80

100
5 ¦Ìg mL-1

10 ¦Ìg mL-1

20 ¦Ìg mL-1 

30 ¦Ìg mL-1

40 ¦Ìg mL-1 

Fig. 4 Effects of different fusa-
ric acid concentrations and
incubation times on the emission
of light by V. qinghaiensis sp.
Nov. Q67

Table 1 Effect of different cul-
ture media on the dry weight of
F. proliferatum mycelium and
on fusaric acid content on the
10th day

ND, not detected; −, no test

Culture media Fusaric acid (mg L−1) Mycelium dry weight (g L−1)

HPLC Luminescent
bacterium test

Czapek medium 156.79±2.91 147.54±2.49 3.34±0.27a

Modified Richard’s medium 67.35±1.46 58.37±1.02 3.12±0.13a

Potato dextrose bouillon ND − 2.27±0.21a

Potato sucrose bouillon ND − 2.66±0.17a

Corn culture medium ND − 6.13±1.18b
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al. [32] investigated the effects of mycotoxins on NADH:
flavine mononucleotide oxidoreductase–luciferase by use of
a bacterial bioluminescence system. The sensitivity of the
bioluminescence system in response to mycotoxins
decreased in the order (based on the EC50 values obtained):
zearalenone>deoxynivalenol>toxin T-2>diacetoxiscripenol.
Bacterial bioluminescence assay can also be used to evaluate
the acute toxicity of beauvericin, which was found to have a
moderate EC50 value of 94±9 μg mL−1 [33]. Katsev et al.
[34] investigated the acute and chronic toxicity of T-2 by the
bioluminescent method using two strains of luminescent
bacteria, Photobacterium phosphorum Sq3 and Vibrio
fischeri F1; EC50 values of 12 mg mL−1 after incubation
for 10 min were obtained in the acute experiment and
18 mg mL−1 after incubation for 16 h in the chronic
experiment. This study also revealed that the freshwater
luminescent bacterium system can also be used to evaluate
the overall acute toxicity of fusaric acid in the range 5−50 μg
mL−1, with a lower EC50 (16.50 mg−1) than for use of T-2, in
an agreement with previous reports of the antibacterial
activity of fusaric acid [28, 35].

Effects of culture media on fusaric acid production
by F. proliferatum

Because fusaric acid from F. proliferatum has been found
naturally in maize, wheat, rice, and their products, it is

necessary to understand the effect of culture media on
fusaric acid production in an effort to prevent its
contamination of foods [10, 12, 36]. F. moniliforme and
F. proliferatum isolated from maize had similar growth
rates and were able to produce fumonisin B1 in irradiated
maize grain [1]. The growth of F. proliferatum and the
production of fusaric acid in different culture media are
listed in Table 1. It was observed that F. proliferatum
could produce fusaric acid in both Czapek medium and
modified Richard medium, but the former was better than
the latter for fusaric acid production. The fusaric acid
content of the Czapek and modified Richard culture media
on the 10th day were analyzed by HPLC with the results
156.79 and 67.35 mg L−1, respectively. In contrast , no
fusaric acid was detected in corn culture-medium,
although this was the optimum choice for growth of F.
proliferatum mycelium. The effects of different pH on
growth of F. proliferatum mycelium and production of
fusaric acid in Czapek medium are listed in Table 2. It was
apparent that initial pH strongly affected fusaric acid
production, with the maximum amount being obtained at
pH 7.0. Growth of F. proliferatum mycelium increased in
the pH range from 3.0 to 6.0, but decreased at pH values
between 7.0 and 8.0, and increased again at pH values
between 9.0 and 10.0. The optimum pH for fusaric acid
production was determined to be 7.0 in Czapek medium
for 10 days. As shown in Table 3, production of fusaric

Table 2 Effect of pH on the dry
weight of F. proliferatum myce-
lium and on the fusaric acid
content of Czapek medium on
the 10th day

Means within a column fol-
lowed by different letters are
different at the P<0.05 level

pH Fusaric acid (mg L−1) Mycelium dry weight (g L−1)

HPLC Luminescent bacterium test

3.0±0.2 113.10±2.31h 115.04±3.15g 2.83±0.40b

4.0±0.2 172.71±1.87f 165.36±2.48e 2.94±0.46b

5.0±0.2 200.81±3.45e 197.83±1.75d 4.58±0.88a

6.0±0.2 295.29±2.96c 275.06±2.39c 4.62±0.80a

7.0±0.2 342.80±3.10a 320.25±3.05a 3.46±0.54ab

8.0±0.2 321.29±4.08b 306.83±3.23b 3.04±0.23b

9.0±0.2 207.50±3.44d 201.18±2.46d 4.06±0.94ab

10.0±0.2 127.14±2.66g 120.28±1.41f 4.59±1.01a

Table 3 Effect of duration of
incubation on the dry weight of
F. proliferatum mycelium and
on the fusaric acid content of
Czapek medium

Means within a column fol-
lowed by different letters are
different at the P<0.05 level

Incubation time (days) Fusaric acid (mg L−1) Mycelium dry weight (g L−1)

HPLC Luminescent bacterium test

5 168.20±0.78e 147.38±2.17e 2.24±0.25d

10 358.43±2.15d 330.10±1.92d 3.67±0.57bc

15 366.75±2.56c 351.84±1.62c 5.41±0.81a

20 406.60±3.13b 370.26±4.97b 3.16±0.35cd

25 416.48±3.26a 384.93±2.36a 4.04±0.59bc

30 400.18±1.09b 372.92±4.45b 4.47±0.93ab
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acid in this medium by F. proliferatum increased sharply
from the 5th day to the 10th day, then increased slightly
and finally reached a maximum on the 25th day, when cell
mass accumulation of F. proliferatum, as indicated by
estimation of the dry weight, also reached a maximum.
Compared with the results obtained by HPLC analysis, the
fusaric acid content detected by the V. qinghaiensis sp.
Nov. Q67 test was slightly lower, but both methods gave
similar analytical trends in fusaric acid analysis (Tables 1–
3). On the basis of the requirement to develop a bioassay
with a rapid, simple, and cost-effective procedure, the
bioluminescence assay using V. qinghaiensis sp. Nov. Q67
was found suitable for estimation of the amount of fusaric
acid produced by F. proliferatum.

Environmental conditions can greatly affect the growth
of fungi in crops and production of mycotoxins [37–40].
Keller et al. [27] reported that oxygen and pH can affect the
growth of F. proliferatum and the production of fumonisin
B1. For example, the F. proliferatum produced less FB1 at
pH>5.0, and an adequate supply of oxygen could increase
mycelium growth and FB1 production. These results
indicated no significant correlation between mycotoxin
production and mycelium dry weight.

Conclusions

This study identified fusaric acid, a fungal pathogen of
banana fruit, produced by Fusarium proliferatum. Czapek
medium was more suitable for mycelium growth and
fusaric acid production than modified Richard medium.
The optimum pH for fusaric acid production was approx-
imately 7.0. On the basis of the bioassay using the
luminescent bacterium V. qinghaiensis sp. Nov. Q67,
fusaric acid had high biological toxicity with an EC50 of
16.50 μg mL−1. Compared with the HPLC method, the
fusaric acid content detected by V. qinghaiensis sp. Nov.
Q67 was slightly lower, but similar trends was obtained in
analysis of fusaric acid content. The luminescent bacterium
method required a relatively short time (approx. 30 min for
extraction, 45 min for drying, and 15 min for analysis),
however. As a result, the luminescent bacterium method is
regarded as an appropriate, effective, and simple method
which can be used as an alternative for monitoring fusaric
acid production by F. proliferatum without expensive
equipment. Furthermore, bioevaluation of the total toxicity
caused by other mycotoxins in the contaminated foods and
feedstuffs can also be achieved by use of this bio-
luminescent bacterial system.
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