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INTRODUCTION

The development of practical and accurate methods for
monitoring glucose levels in microbial fermentation cultures
has significant contribution for improving fermentation process
and analysis protocols for both researchers and industrial
fermentation engineers. The use of portable glucose meter in
industrial fermentation processes would significantly assist the
operators to monitor and determine glucose concentration in
fermentation broth regularly [1]. This is important since it could
potentially minimize the problems that may appear during the
fermentation process, such as low yield and low productivity
of the end-product formation. Hence, those problems could be
prevented in advance by controlling and monitoring glucose
concentration during the course of fermentation.

Monitoring soluble sugar during the carbohydrate fermen-
tation is essential since high concentration and/or accumulation
of soluble sugar in the fermentation broth could also affect the
growth of bacteria [2,3]. Uncontrolled soluble sugar accumu-
lation in the fermentation broth, could also lead to the decrease
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In mixed microbial fermentation, sugar concentration should be monitored regularly in order to evaluate the effectiveness of fermentation |
process. Anaerobic acidification fermentation is the process involving microbes to convert the soluble carbohydrate (e.g. glucose) derived |
from the hydrolysis of insoluble carbohydrates (e.g. starch). The determination of glucose during the fermentation is essential in order to
evaluate the mass balance of electron transfer from the oxidation of glucose to the fermentation end-products (e.g. organic acids and alcohols). |
The fast and practical measurements of glucose concentration in the fermentation broth are highly required to evaluate and ensure the |
stability of fermentation process. The results showed that once glucose as a soluble sugar is available in the fermentation broth, it was |
accurately measured by GlucoDr blood glucose biosensor. The standard curve of glucose solution showed the linear relationship between |
glucometer reading and glucose concentration in which the coefficient determination obtained was at about 0.99. This indicated that
glucose analysis with using GlucoDr blood glucose biosensor was accurate and reproducible. I
|
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of productivity and yields of fermentation end-products [4].
This condition usually occurs in rumen fermenting carbohyd-
rates [5,6]. Therefore, a practical and reliable method for
monitoring glucose concentration in the fermentation broths
is highly required. Some methods for the determination of
glucose concentration in fermentation broth has been developed
by using some methods such as colorimetric [7] and HPLC
[8]. Those two methods could be considered as non-practical
methods due to time consuming and required some additional
pre-treatments and preparations such as heating and chemical
pre-treatments (e.g. use of anthrone reagent, ethanol and sulfuric
acid) [9,10].

Glucose meter initially was used to measure blood glucose
for getting quick as well as rapid results. Thus, blood glucose
determination using glucose meter could help people with
diabetes for avoiding acute and late complications of their illness
[11]. Study conducted by Hones et al. [12] mentioned that test
strips are the main component that determined accurate measure-
ment of glucose concentration on blood samples [12]. Their
effectiveness on determining glucose concentration is due to
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the fact that the strips consist of enzymes, coenzymes, mediators
and indicators in the form of a dry layer. Those essential compo-
nents could be able to convert glucose concentration into a signal,
which could be readable by the glucose meter. The accuracy,
precision, specificity and measurement speed in determination
of glucose concentration would highly be influenced by test
strip chemistry and design [12].

As the measurement of glucose concentration in the blood
sample using glucose meter are considered as an accurate method,
it could potentially be developed further and applied in other
biological samples. A study conducted by Flavigny [ 13] showed
that glucose meter could accurately determine glucose concen-
tration on microbial cultures, and the glucose meter used in
the study was AccuCheck Active (Roche). The study measured
glucose concentration from glycogen stored in microbial cultures
of wastewater. The glycogen had been firstly hydrolyzed to
glucose prior to the determination of its concentration.

The present study aimed to evaluate the effectiveness of
glucose meter (GlucoDr) in the determination of glucose concen-
tration on fermentation samples particularly in the samples of
anaerobic acidification samples. This is highly useful as the
analysis of glucose concentration on microbial fermentation
samples using glucose meter with strips would provide rapid,
accurate and reliable results. Therefore, the study on this develop-
ment method may have a widely significant impact on improving
research and development in industrial fermentation processes.

EXPERIMENTAL

A GlucoDr™ (allmedicus) blood glucose monitoring system
with an assay method of electrochemical method (Gold electrode)
was utilized. The model of glucose meter used was BioSensor
AGM-2100. The sample volume allowed was 4 pL. (minimum
2.5 uL) with the measurement time of 11 s, and the calibration
applied was plasma-equivalent. As portable equipment, the
glucose meter used battery two 3-volt lithium batteries (coin
cell type CR2032). The use of glucose meter was in corres-
ponding test strips. The strip used in this glucometer was Gold
Plated Test Strip (allmedicus).

Standard solution: Standard stock solution of 50 mM
glucose was prepared from the lab-grade glucose, D-(+)-glucose
anhydrous (VWR BDH Prolabo Chemicals). From this stock
solution, desired standard solution or various ranges of glucose
concentrations were prepared. Standard curves for glucose were
plotted from the glucose meter reading responses to the standard
solution, conducted as mentioned previous, with concentra-
tions ranging from 0 to 30 mM.

Analysis: Samples were taken from anaerobic acidifica-
tion process of Saccharomyces cerevisiae and Lactobacillus
acidophilus cultures fed with the sugarcane as substrate. Samples
of 2 mL fermentation broth were drawn from the anaerobic
acidification reactors from the time of 0 to 24 h of incubation.
As the measurement range of the glucose meter was from 20
to 600 mg/dL (1.1-33.3 mmol/L) of glucose concentration,
samples for glucose analysis were diluted 10 times prior to
dropping it on the test strip. The determination of glucose
concentration using glucometer was carried out under room
temperature.

RESULTS AND DISCUSSION

To understand the conversion of soluble organic compounds
particularly sugar within fermentation process, the monitoring
of the main soluble sugar (glucose) is extremely important. In
order to evaluate the effectiveness of glucose measurement
method using glucose meter and its reproducibility in glucose
analysis, different concentrations of prepared glucose standard
solution were used for investigation. A set of glucose standard
solutions (0-30 mmol/L) was prepared for determining the
relationship between the glucose meter readings and the concen-
trations of glucose solution.

The results showed that the glucose meter readings of
standard solution containing glucose generated linear standard
curve (Fig. 1). The coefficient of determination (R?) for the
standard curve obtained from glucose analyzed with different
ranges of concentration was in general at 0.99. This suggests
that the measurement of glucose concentration in the solution
containing glucose was accurate and reproducible and could
potentially be used for measuring glucose content in the
fermentation samples.
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Fig. 1. Linearity of the glucose standard solution measured with the
GlucoDr-Check

The above glucose measurement method was tested for
relevant real world application using anaerobic acidification
samples. Two types of samples were taken from the two different
fermentation broths including samples of anaerobic acidifi-
cation of sugarcane inoculated with both L. acidophilus and
S. cerevisiae. The results showed that the glucose measurement
on both fermentation samples could provide accurate glucose
concentration during the fermentation of sugarcane in which
the trends shown were a decrease of soluble sugar within 24 h
of incubation (Figs. 2 and 3).

The results also revealed that the total conversions of glucose
as soluble sugar within 24 h of incubation in both Lactobacillus
acidophilus and Saccharomyces cerevisiae cultures were 48.3
and 78.45 %, respectively. Further, the soluble sugar conversion
rate in both fermentation samples of L. acidophilus and S.
cerevisiae cultures were 5.53 and 9.07 mmol/L per hour (Figs.
2 and 3). This indicated that determination of glucose concen-
tration in the fermentation samples could effectively be carried
out by using blood glucometer.

The glucose meter has been accepted as a practical and
accurate method for determining the blood sugar [14-16].
Beecham et al. [17] showed that the glucose meter could be
useful tools for analyzing glucose in the field or laboratory.
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Fig. 2. Glucose analysis of sugarcane fermented with Lactobacillus
acidophilus
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Fig. 3. Glucose analysis of sugarcane fermented with yeast

They used portable glucose meter for catfish research in which
they compared the analysis of glucose using glucose meter
and established laboratory method to evaluate fish metabolism
comprehensively. The study revealed that the glucose meter
showed low variability and little deviation among replicates.
However, the data of glucose concentration obtained from
glucose meter method are consistently lower than those are
analyzed with an established laboratory method using spectro-
photometer.

As the analysis of glucose concentration using glucose
meter could provide rapid results, the use of this tool for
measuring sugar concentration in other biological samples such
as anaerobic digestion and/or acidification cultures [18,19]
would potentially be applied, and it would be useful to reduce
time for sample analysis. Flavigny [13] also revealed that glucose
meter could be used for analyzing sugar content in microbial
cultures of wastewater treatment, and generated reproducible
results. The determination of glucose concentration in other
biological samples such as fermentation samples using glucose
meter has been scarcely conducted. Study conducted by Thornton
and Brown [ 1] showed blood glucose biosensor had been success-
fully used to measure glucose concentrations in fermentation
broths. Further, the study revealed that a highly sensitive linear
calibration was obtained between the glucose concentration
and the biosensor reading, which correlated well with a reducing
sugar assay. In the study, they used Exactech glucose meter
while the current study used the blood glucose meter to measure
glucose concentration in the samples of anaerobic acidification
of sugarcane.

The current study showed that the glucose analysis using
glucometer with strips could also be used as an alternative and

reliable method for determining glucose concentration in the
samples of sugarcane fermentation (Figs. 2 and 3). The results
of the present study showed that the glucose meter could effec-
tively measure the actual glucose concentration in each sample
of fermentation broth. It could be practically used for providing
rapid results and quick overview in regards to the conversion
process of glucose present in the sugarcane into metabolites.
Therefore, the type of fermentation pathways during the time
of fermentation process could thoroughly be evaluated.

The reliability of glucose readings was obtained as the
analysis which has been proved with the standard curve showing
the reproducibility of glucose analysis. In this study, the linear
relationship was obtained between glucose concentration and
glucose readings of glucose meter. Hence, a glucose meter could
be used to monitor and follow the course of fermentation process,
and could be applied to carry out mass balance analysis and/
or stoichiometric calculations [1].

Conclusion

Determination of glucose concentrations in the samples
of anaerobic acidification of sugarcane could successfully be
accomplished by using blood glucose meter. Prior to the sample
analysis, a highly sensitive calibration was acquired between
the glucose concentration and the glucose meter reading. The
linear relationship was shown with high coefficient determin-
ation (R?) of 0.99.
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