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Abstract 

In this study, introduction of a viable cell sensor and electronic nose into ethanol fermentation was investigated, 
which could be used in real-time and on-line monitoring of the amount of living cells and product content, respec-
tively. Compared to the conventional off-line biomass determination, the capacitance value exhibited a completely 
consistent trend with colony forming units, indicating that the capacitance value could reflect the living cells in the 
fermentation broth. On the other hand, in comparison to the results of off-line determination by high-performance 
liquid chromatography, the ethanol concentration measured by electronic nose presented an excellent consistency, 
so as to realize the on-line monitoring during the whole process. On this basis, a dynamic feeding strategy of glucose 
guided by the changes of living cells and ethanol content was developed. And consequently, the ethanol concentra-
tion, productivity and yield were enhanced by 15.4%, 15.9% and 9.0%, respectively. The advanced sensors adopted 
herein to monitor the key parameters of ethanol fermentation process could be readily extended to an industrial scale 
and other similar fermentation processes.
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Highlights

• Living cells were on-line monitored by viable cell 
sensor.

• Ethanol concentration was on-line monitored by 
electronic nose.

• A glucose feeding strategy was developed to improve 
ethanol production.

Introduction
With the increasing crises of environmental pollution 
and global warming caused by the excess use of fos-
sil fuels, biofuels are regarded as the most potential 

renewable bioenergy to deal with global climate change 
and energy security (Burphan et al. 2018). Mixing a cer-
tain proportion of ethanol into gasoline can alleviate the 
energy problem and reduce the emission of pollutants 
to some extent (Jagtap et al. 2019). Replacing fossil fuels 
with bioethanol can cut carbon dioxide emissions from 
cars by 90% (Khongsay et al. 2012). Therefore, it is very 
necessary to increase the yield of fuel ethanol. How-
ever, it still has some disadvantages in terms of economy 
(Taiwo et  al. 2018). There are many factors that affect 
the economy of bioethanol, such as the selection of raw 
materials, the control of bioprocess, the treatment of by-
products and so on. Increasing the conversion rate of 
substrates can significantly improve the economy of etha-
nol fermentation, so that the development of efficient 
ethanol fermentation technology is the key to achieve 
cost-effective production.

On-line detection of process parameters plays an 
important role in the recognition of fermentation process 
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characteristics. Especially, the real-time acquisition of 
key parameters can provide a basis for on-line dynamic 
regulation. A variety of process regulation strategies have 
been developed to achieve efficient fermentation of etha-
nol by Saccharomyces cerevisiae, including alleviation of 
high concentration of substrates and product inhibition 
(Zhang et  al. 2015; Ji et  al. 2012), engineering for high-
performance strains (Wu et al. 2020; Naghshbandi et al. 
2019; Liu et al. 2019) and optimization of environmental 
conditions (Zhang et al. 2020; Liu et al. 2013). However, 
at present, the common control of industrial ethanol fer-
mentation process is based on artificial experience and 
on-line detection parameters mainly involved in oper-
ating parameters, while key indexes including biomass, 
substrates, product and by-products, which are of great 
importance, were basically measured by off-line methods 
(Dekker et  al. 2017). Although some advanced sensors 
have been introduced into the fermentation process in 
recent years, such as near-infrared spectroscopy (Grassi 
et al. 2013; Muncan et al. 2021; Vann et al. 2017), Raman 
spectroscopy (Hirsch et  al. 2019; Jiang et  al. 2020; Met-
calfe et al. 2020), they were mainly adopted in laboratory 
scale. These sensors are expensive and generally beyond 
the tolerance of the manufacturer. They also have high 
requirements for the environment in which they are 
used, which the industrial environment cannot meet. The 
viable cell sensor can specifically characterize the num-
ber of living cells in the fermentation broth by measuring 
the capacitance value. It has been successfully applied to 
monitor the concentration of living cells in various fer-
mentation processes (Kedia et al. 2013; Xiong et al. 2008; 
Wang et  al. 2016; Zeiser et  al. 1999; Kroll et  al. 2017). 
The viable cell sensor was used to guide the supplemen-
tation of nutrients during the polyhydroxyalkanoates 
(PHAs) fermentation, which increased the yield of PHAs 
by 22.0% (Li et al. 2014). On the other hand, the on-line 
detection of product concentration is also crucial for the 
control of fermentation process, which can be used to 
determine the fermentation state, feeding time, fermen-
tation end point, etc. Electronic nose can quantitatively 
analyze the content of specific components in the off-gas 
through the sensitive films, so as to realize the on-line 
detection of volatile substances in the fermentation broth 
(Wisniewska et al. 2015; Buratti et al. 2011; Mendez-Rod-
riguez et  al. 2020). Real-time monitoring of n-propanol 
concentration was realized during industrial erythromy-
cin fermentation by electronic nose, and then the feed-
back control strategy of n-propanol concentration was 
developed to achieve a maximum erythromycin yield of 
8500 U/mL (Zhao et  al. 2016). Similar with the n-pro-
panol, ethanol is also a volatile substance, so it is theo-
retically feasible to be on-line monitored by electronic 
nose. Buratti et al. (2011) used electronic nose to detect 

volatile components in wine fermentation, and Park et al. 
(2017) used mass spectrometry (MS) with electronic 
nose instead of gas chromatography to analyze the etha-
nol content in soy sauce. Notably, these applications of 
the electronic nose were conducted by off-line method, 
which are time-consuming and labor-intensive.

In this study, living cell sensor and electronic nose 
were introduced into the ethanol fermentation process, 
which could on-line detect living cells and ethanol con-
centrations, so as to determine the metabolic state of the 
cells and develop effective process regulation strategy 
to achieve cost-effective production. By establishing the 
mathematical models between the capacitance value and 
the number of living cells as well as between the signal 
of sensitive responded channel in the electronic nose and 
the ethanol concentrations, the on-line monitoring of 
key index parameters was realized. On this basis, the on-
line feeding strategy of glucose was developed under the 
guidance of the quantitative changes of living cells and 
ethanol concentration in the process, so as to effectively 
improve the ethanol fermentation performance.

Materials and methods
Strain, media and culture conditions
The strain used in this study was S. cerevisiae B1, which 
was preserved by the National Center of Bio-Engineer-
ing and Technology (Shanghai). The basal seed and fer-
mentation media contained (g/L):  KH2PO4 10,  MgSO4 
0.5, Yeast Extract 5,  CaCl2 0.1,  (NH4)2SO4 5. The initial 
glucose concentrations in seed, control batch and sup-
plement batch were 40 g/L, 200 g/L and 100 g/L, respec-
tively. In terms of supplement batch, another 100 g/L 
glucose would be added when the capacitance value of 
fermentation broth showed a downward trend and the 
corresponding ethanol concentration also showed a slight 
decrease. The seed culture was carried out in a 250-mL 
shake-flask containing 100 mL working volume at 220 
rpm and 30 °C for 14 h  (OD600≈8) and then inoculated 
into the fermentation medium at 20% inoculum volume. 
For 5-L bioreactor (Shanghai Guoqiang Bioengineering 
Equipment Co., Ltd., China) culture, the initial volume of 
2.4 L with an inoculum of 0.6 L was cultured at 30 °C and 
150 rpm for 24 h with no aeration.

Factors influencing the response of electronic nose
A corresponding experimental device was developed for 
the non-aerated fermentation process (Fig. 1). The effects 
of deionized water, culture medium and fermentation 
broth on the detection of ethanol by electronic nose were 
studied. Moreover, the effects of different liquid loading 
volumes in the glass bottle (50, 100, 150, 200 mL) and dif-
ferent aeration (1, 2, 3, 4 L/min) were explored as well.
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Glucose feeding strategy
In a 5-L bioreactor, the initial glucose concentration 
was 100 g/L, the inoculating amount was 20%, the cul-
ture temperature was 30 °C, and the stirring speed was 
150 rpm. The changes of capacitance value and ethanol 
content in the fermentation broth were detected on-line 
in real-time by a viable cell sensor and electronic nose, 
respectively. When the capacitance value and the elec-
tronic nose signal decreased continuously within 60 min, 
high concentration glucose solution (800 g/L) was added 
to make the glucose concentration in the fermentation 
broth at about 100 g/L after supplementation.

Analytical methods
Optical density (OD) is obtained by collecting 1 mL 
sample from the fermentation broth every 2 h, which is 
diluted for a certain multiple and tested with a spectro-
photometer at a wavelength of 600 nm.

Dry cell weight (DCW) was harvested by collecting 8 
mL samples from the fermentation broth every 2 h and 
added to an empty tube. The sample was centrifuged at 
4 °C and 4000 rpm for 5 min. The supernatant was dis-
carded, and then the cells were washed for one time with 
8 mL deionized water. After centrifugation, the cells were 
dried to constant weight at 70 °C for 24 h.

Colony forming units (CFU) was counted through 1 
mL sample collected from the fermentation broth every 2 
h. The broth was diluted to an appropriate multiple with 
sterile water, and then 40 μL sample was spread on a plate 
and cultured in a 30 °C incubator for 48 h.

The concentration of residual glucose was measured 
using an enzymatic bio-analyzer (SBA-40C, Shandong 
Academy of Sciences, China).

A 20 mL sample was collected from the fermentation 
broth every 2 h and centrifuged at 4000 rpm for 5 min. 

After dilution of the supernatant by a certain multiple, 
ethanol was determined by high-performance liquid 
chromatography (HPLC, Agilent 1100, America) and 
refractive index detectors at a column temperature of 
50℃. The mobile phase was 10 mmol/L  H2SO4 and the 
flow rate was 0.4 mL/min.

The ethanol productivity and yield were calculated 
based on Eqs. (1) and (2):

Capacitance measurement
Viable cell sensor 220 (METTLER TOLEDO) was directly 
connected to a 5-L bioreactor, and the channel of yeasts/
fungi fermentation was selected to on-line detect the 
capacitance value of the fermentation broth. The sam-
pling interval is 30 min.

Application of electronic nose to the real‑time and on‑line 
detection of ethanol concentration
The electronic nose was independently developed by East 
China University of Science and Technology (Zhao et al. 
2016). The quantitative detection of different volatile 
components was realized through the changes of resist-
ances by 16 sensitive channels. As shown in Fig.  1, the 
fermentation broth was pumped from the 5-L bioreactor 
to a 250-mL glass bottle through the peristaltic pump at 
the flow rate of 45 mL/min. Then the broth in the bottle 
was returned to the fermentation tank through another 

(1)

Productivity
(

g · L−1
· h−1

)

=
Final ethanol content − initial ethanol content + sample loss ethanol

3× 24
,

(2)Yield
(

g/g
)

=
Ethanol production(g)

Glucose consumption(g)

Fig. 1 Schematic diagram of electronic nose detecting system for real-time and on-line monitoring ethanol concentration in fermentation process
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peristaltic pump, so that the loading volume in the bottle 
could be controlled at 100 mL constantly. 1 L/min of ster-
ile air was injected into the bottle, and a stream of gas was 
extracted from the bottle and injected into the electronic 
nose automatically for real-time and on-line detection of 
ethanol concentration. According to Henry’s Law, when 
the pressure of gas phase is relatively small, the vapor 
pressure of solute is proportional to the concentration of 
solute. The electronic nose sucked air above the 250-mL 
glass bottle into the test box with a miniature diaphragm 
pump at 25 mL/s and skimmed it over the surface of the 
sensitive membrane. Then the film sensors in each chan-
nel converted the concentration of the volatiles into cer-
tain electrical signal (Zhao et al. 2016). The time interval 
of measurement by electronic nose was set as 10 min.

In terms of the determination of detecting limit, eth-
anol-free deionized water was used to determine the 
fluctuation range of the electronic nose baseline. The 
measured standard error was adopted as noise and the 
detecting limit was set as the sample concentration cor-
responding to the average baseline plus 3 times of the 
noise. For the response range of ethanol concentration 
by electronic nose, the lower limit of the response value 
was the detecting limit, and the upper limit was the 
highest response value that the electronic nose chan-
nel could reach within the pre-setting range of ethanol 
concentration.

Statistical analysis
All experiments were performed in triplicate and all data 
were presented as the mean with standard deviation. Sta-
tistical analysis was performed using one-way analysis of 
variance and Duncan’s new multiple range test (P < 0.05) 
was used to test whether there was any significant differ-
ence among treatments.

Results and discussion
Application of the viable cell sensor in ethanol 
fermentation process
Figure 2 illustrates the change curves of three regular off-
line biomass determining values  (OD600, DCW and CFU) 
and the capacitance values in fermentation broth during 
the ethanol fermentation process. It could be observed 
that within 8–32 h after inoculation, all the four param-
eters showed a significant increase with the similar trend. 
However, after 32 h, the variation trend showed great dif-
ferences. The capacitance value and CFU value began to 
decline remarkably, while  OD600 and DCW continued to 
maintain at high levels (Fig. 2a). By off-line measuring the 
glucose concentration, it indicated that the glucose has 
been as low as 5 g/L at 30 h, and exhausted at 32 h. At this 
point, the cell metabolism would be severely limited, and 
thus entered into the decline period.  OD600 and DCW 

could not distinguish the living and dead cells during the 
determination, while the CFU value only represented the 
amount of living cells in the fermentation broth. There-
fore, the trend of capacitance value could effectively and 
truly reflect the number of living cells. By fitting the val-
ues of capacitance,  OD600, DCW and CFU, the results 
showed that the linear relationship between capacitance 
and CFU was the best, where R2 reached 0.996 (Fig. 2b). 
The Pearson correlation coefficients between capacitance 
value and OD, DCW, CFU are, respectively, 0.90, 0.90 
and 0.94. Therefore, in the ethanol fermentation pro-
cess, through on-line measuring the capacitance value to 
reflect the number of living cells, the physiological and 
metabolic characteristics of the cells could be further 
understood.

Application of electronic nose in ethanol fermentation 
process
Ethanol solutions of different concentrations (0–200 g/L) 
were prepared in order to select the sensitive channel for 
ethanol response by electronic nose. As shown in Fig. 3a, 
channels of 10, 11, 12, 13, 14, 15 and 16 were not sensi-
tive to ethanol response, while channels of 1, 2, 3, 4, 5, 

Fig. 2 Time curve of capacitance value and  OD600, DCW, CFU in a 5-L 
bioreactor (a), capacitance value and CFU (b)
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6, 7, 8 and 9 exhibited response performances. In con-
trast, channels of 1, 2 and 5 seemed to be over sensitive, 
as their signals reached the maximum value at very low 
concentration, so the ethanol concentration could not 
be detected within a wide range. By comparison with 
quadratic function, logarithmic function presented bet-
ter performance for fitting the channel signals with the 
ethanol concentration (Table 1). Although channel 3 and 
channel 4 exhibited almost no difference on the overall 
performance of ethanol detection. It seems that channel 
4 has a slight advantage in the wider range of response 
signals. However, the correlation R2 was 0.987 of chan-
nel 4 between the ethanol concentrations detected by 
electronic nose and by HPLC (Fig. 3b), which was lower 
than the linear model of channel 3 (R2 = 0.999) (Fig. 3c). 
Therefore, channel 3 was adopted as an ideal response 
channel for the on-line detection of ethanol concentra-
tion in the following experiments.

The initial fermentation medium contained glucose, 
 KH2PO4,  MgSO4, yeast extract,  CaCl2 and other compo-
nents; moreover, the composition of fermentation broth 
was more complex. Besides the product ethanol and bio-
mass, there may also be by-products such as amino acids, 
organic acids, and glycerol. Therefore, the interferences 
of components in the fermentation broth on the detec-
tion of ethanol concentration by response channel were 
firstly explored. The results showed that apart from eth-
anol, other components in the fermentation broth had 
no significant effect on the response signal of response 
channel (Fig. 4a). As no aeration was adopted in the fer-
mentation process, an additional detecting device was 
equipped as shown in Fig.  1, in which the fermentation 
broth was first pumped into a glass bottle, and then a 
certain amount of air was aerated at 1 L/min and finally 
the ethanol content in the off-gas could be detected by 
the electronic nose. Thus, the effects of the volume of fer-
mentation broth in the glass bottle and the aeration were 
investigated. The results demonstrated that the amount 
of liquid filling (50–200 mL) and the aeration (1–4 L/min) 
had little effect on the response signals (Fig. 4b, c). In the 
subsequent experiments, 100 mL fermentation broth and 
1 L/min aeration were adopted with the consideration of 
making the vent tube better submerged below the liquid 
surface, and preventing the liquid splashing into the sam-
ple tube of electronic nose.

Apart from comparing ethanol standard solutions of 
different concentrations (Fig. 3c), the ethanol concentra-
tions in the fermentation broth by electronic nose were 
further compared with those by HPLC either in a shake-
flask or a 5-L bioreactor, demonstrating that the trends 
of data from electronic nose determination were com-
pletely consistent with HPLC (Fig.  5a, b). According to 
Pearson correlation coefficient analysis, the correlation 

Fig. 3 Response curves of each channel in electronic nose to 
different ethanol concentrations (a), relationship between the 
ethanol concentrations determined by electronic nose and by HPLC. 
Channel 4 (b), Channel 3 (c)
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coefficients of the two groups of data in shake-flask and 
5-L bioreactor reached 0.985 and 0.999, respectively, 
indicating that electronic nose could be used for the on-
line detection of ethanol concentration in the fermenta-
tion process.

Development of glucose feeding strategy 
with the guidance of on‑line viable cell sensor 
and electronic nose
It has been reported that S. cerevisiae would suffer from 
substrate inhibition in the condition of high glucose con-
centration (Papagianni et  al. 2007). In a 5-L bioreactor, 
the initial glucose concentration of 200 g/L was generally 
adopted (control batch), which might result in a certain 
degree of high substrate concentration inhibition. There-
fore, a glucose feeding strategy was developed with the 
guidance of on-line viable cell sensor and electronic nose, 
so as to verify the feasibility and effectiveness of these 
sensors in monitoring and regulating the bioprocess as 
well as achieve the goal of improving ethanol production 
efficiency.

When glucose was depleted, the cells would start to 
consume a small amount of ethanol to maintain basic 
physiological metabolism (Sabater-Munoz et  al. 2020) 
and simultaneously the number of living cells would 
decrease. Therefore, in the stepped glucose addition 
strategy (supplement batch), the initial glucose concen-
tration was 100 g/L, and then the glucose supplement 
(100 g/L) was guided by two on-line parameters of the 

capacitance and ethanol content obtained via the viable 
cell sensor and electronic nose. In the supplement batch, 
the capacitance value of fermentation broth showed a 
downward trend between 11.5 and 12.5 h, and the cor-
responding ethanol concentration also showed a slight 
decrease (Fig.  6a, b). Therefore, glucose addition was 
adopted at this time point (12.5 h). Off-line measure-
ment of glucose concentration also verified that glucose 
was exhausted at about 12 h (Fig.  6c). Comparing with 
the control batch, the cell growth of the supplement 
batch was obviously faster, indicating that the inhibi-
tion of high substrate concentration could be effectively 
alleviated by reducing the initial glucose concentration. 
Notably, although both batches were able to completely 
deplete the glucose around 24 h (Fig. 6c), the volume of 
the supplement batch at the end of fermentation was sig-
nificantly larger than that of the control batch due to the 
addition of glucose solution. Therefore, when the fermen-
tation volumes of the two batches were standardized to 
the initial volume, it was obvious that the standardized 
ethanol concentration of the supplement batch (93.8 g/L) 
was much higher than that of the control batch (81.3 g/L), 
with an improvement of 15.4% (Fig. 6b). Meanwhile, the 
ethanol productivity and yield also increased by 15.9% 
and 9.0%, respectively (Table 2).

The development and application of effective real-time 
and on-line sensors plays an important role in the optimi-
zation of biological processes to improve product concen-
tration, productivity and yield (Alves-Rausch et al. 2014). 

Table 1 Response analysis of different channels to different ethanol concentrations

Channel Fitting curve R2 Detection limit (g/L) Range of response signal 
(V)

1 y = 7.45456 + 0.5329*ln(x−0.09696) 0.959 0.100 4.28–9.95

2 y = 7.28954 + 0.5688*ln(x−0.09619) 0.964 0.109 4.79–9.96

3 y = − 0.657 + 1.40045*ln(x + 2.16909) 0.999 0.261 0.59–6.80

4 y = 0.81894 + 1.41856*ln(x + 0.85516) 0.998 0.211 0.91–8.18

5 y = 5.61217 + 0.96626*ln(x−0.0855) 0.926 0.115 2.21–9.98

6 y = 1.81811 + 1.26012*ln(x + 0.40906) 0.996 0.227 1.25–8.20

7 y = 1.14642 + 1.3473*ln(x + 0.58003) 0.996 0.324 1.01–8.05

8 y = − 2.48811 + 1.77626*ln(x + 5.1
6912)

0.997 0.324 0.54–6.80

9 y = − 2.23548 + 1.73201*ln(x + 4.6
1661)

0.997 0.358 0.54–6.79

10 Insensitive – – –

11 Insensitive – – –

12 Insensitive – – –

13 Insensitive – – –

14 Insensitive – – –

15 Insensitive – – –

16 Insensitive – – –
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Biomass which is commonly expressed as OD, DCW, and 
centrifugal volume, is an important index for cell growth 
and metabolism. However, these detecting methods are 
off-line, time-consuming and labor-consuming, more 
importantly, unable to distinguish living and dead cells. 
Thus, it is difficult to accurately and real-time reflect 
the real living cell state in the fermentation process. 
Flow cytometry is a powerful tool for single cell analysis 
which can distinguish living cells from dead ones, but it 
requires complex staining pretreatment (Li et  al. 2017) 
and is generally adopted by off-line approach. Horta et al. 
(2015) demonstrated that the viable cell sensor is a reli-
able on-line biomass monitoring tool for Gram-positive 
and Gram-negative bacteria. Guo et  al. (2016) used the 
on-line capacitance and oxygen uptake rate to control 
the propanol feed rate to optimize the erythromycin 

Fig. 4 Effects of different ethanol solutions (a), loading volume (b), 
and aeration (c) on the determination of ethanol concentration in 
electronic nose-3 channel

Fig. 5 Relationship between the ethanol concentrations determined 
by electronic nose and by HPLC. a Off-line determination of ethanol 
concentrations in shake-flask fermentation by electronic nose and 
by HPLC. b On-line determination of ethanol concentrations in a 5-L 
bioreactor fermentation by electronic nose and by HPLC
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fermentation, which increased the erythromycin titer by 
4.0%. In this study, the viable cell sensor was applied into 
the ethanol fermentation process by S. cerevisiae and the 
changes of biomass in the process were obtained on-line 

in real-time through the measurement of capacitance 
value, so as to recognize the growth and metabolic state 
of cells. As for ethanol detection, the usual determining 
method is by HPLC (Li et al. 2019; Rehman et al. 2019; 
Tsai et al. 2020), which is also a kind of off-line detection 
method with many disadvantages such as high cost, long 
detection time and use of organic solvent. Although it has 
been reported that near-infrared spectroscopy or Raman 
spectroscopy combined with partial least squares regres-
sion could simultaneously monitor substrate and product 
in ethanol fermentation process (Pinto et al. 2016; Nasci-
mento et al. 2017; Legner et al. 2019; Schalk et al. 2017), 
these methods require expensive near-infrared or Raman 
instruments and need to build corresponding models for 
different fermentation systems, which has great limita-
tions in real applications. Electronic nose is widely used 
in many fields by detecting the content of certain vola-
tile components. Raspagliesi et al. (2020) used electronic 
nose to analyze volatile organic compounds in the breath 
of women with suspected ovarian mass and healthy peo-
ple, and then a diagnostic model was established with a 
prediction performance of 89% sensitivity and 86% speci-
ficity. Herein, electronic nose was applied to the on-line 
detection of ethanol content in the fermentation process 
to reflect the change of product concentration in real-
time so that we could have a deep understanding of the 
fermentation characteristics. Finally, a dynamic glucose 
regulation strategy based on the on-line process sensors 
was developed, which effectively improved the etha-
nol concentration, productivity and yield. Hopefully, in 
future works, more on-line sensors would be adopted 
integrally in the ethanol fermentation process to realize 
the full detection of substrates, products, intermediates 
and cell physiological parameters. And, a more compre-
hensive understanding of the ethanol fermentation pro-
cess and more effective strategies for further dynamic 
regulation could be provided.

Conclusion
This study introduced the viable cell sensor and elec-
tronic nose into the ethanol fermentation process, which 
could effectively realize the real-time and on-line detec-
tion of viable cells and ethanol content in the process. 

Fig. 6 Variation curves of capacitance (a), ethanol production (b) 
and glucose consumption (c) during 5-L fermentation under the 
conditions of control batch and supplement batch

Table 2 Comparison of fermentation process between control 
batch and supplement batch

Ethanol 
concentration
(g/L initial 
volume)

Productivity 
(g/L/h)

Yield (g/g)

Control batch 81.3 ± 0.35 3.19 ± 0.10 0.377 ± 0.015

Supplement batch 93.8 ± 0.66 3.69 ± 0.05 0.411 ± 0.007
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Moreover, with the guidance of these two on-line sen-
sors, a dynamic feeding strategy of glucose was devel-
oped. As a result, the ethanol concentration increased by 
15.4%, with the improvement of productivity and yield by 
15.9% and 9.0%, respectively. The application of advanced 
sensors in this study can not only deepen the under-
standing of the cell growth and metabolic characteristics, 
but also expected to be readily extended to an industrial 
scale of ethanol fermentation.

Acknowledgements
This work was financially supported by the National Key Research and Devel-
opment Program (2017YFB0309302) and the Fundamental Research Funds for 
the Central Universities (WF1814032)

Authors’ contributions
YF performed the experiments. YF, XT, and CY analyzed the data. YF and 
XT wrote the manuscript. ZW, JX, JQ, YZ and JC conceived the research. All 
authors read and approved the final manuscript.

Funding
The National Key Research and Development Program (2017YFB0309302) and 
the Fundamental Research Funds for the Central Universities (WF1814032).

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article.

Declarations

Ethics approval and consent to participate
This study did not contain any studies with human participants or animals 
performed by any of the authors.

Consent for publication
All authors have read and approved the manuscript before submitting it to 
Bioresources and Bioprocessing.

Competing interests
The authors declare that they have no competing interests.

Received: 12 February 2021   Accepted: 29 April 2021

References
Alves-Rausch J, Bienert R, Grimm C, Bergmaier D (2014) Real time in-line moni-

toring of large scale Bacillus fermentations with near-infrared spectros-
copy. J Biotechnol 189:120–128

Buratti S, Ballabio D, Giovanelli G, Dominguez CMZ, Moles A, Benedetti S, 
Sinelli N (2011) Monitoring of alcoholic fermentation using near infrared 
and mid infrared spectroscopies combined with electronic nose and 
electronic tongue. Anal Chim Acta 697(1–2):67–74

Burphan T, Tatip S, Limcharoensuk T, Kangboonruang K, Boonchird C, Auesu-
karee C (2018) Enhancement of ethanol production in very high gravity 
fermentation by reducing fermentation-induced oxidative stress in Sac-
charomyces cerevisiae. Sci Rep 8:13069

Dekker L, Polizzi KM (2017) Sense and sensitivity in bioprocessing-detecting 
cellular metabolites with biosensors. Curr Opin Chem Biol 40:31–36

Grassi S, Alamprese C, Bono V, Picozzi C, Foschino R, Casiraghi E (2013) Moni-
toring of lactic acid fermentation process using Fourier transform near 
infrared spectroscopy. J near Infrared Spec 21(5):417–425

Guo Q, Chu J, Zhuang Y, Gao Y (2016) Controlling the feed rate of propanol to 
optimize erythromycin fermentation by on-line capacitance and oxygen 
uptake rate measurement. Bioproc Biosyst Eng 39(2):255–265

Hirsch E, Pataki H, Domjan J, Farkas A, Vass P, Feher C, Barta Z, Nagy ZK, Marosi 
GJ, Csontos I (2019) Inline noninvasive Raman monitoring and feedback 
control of glucose concentration during ethanol fermentation. Biotech-
nol Progr 35(5):e2848

Horta ACL, da Silva AJ, Sargo CR, Cavalcanti-Montano ID, Galeano-Suarez CA, 
Velez AM, Santos MP, Goncalves VM, Giordano RC, Zangirolami TC (2015) 
On-line monitoring of biomass concentration based on a capacitance 
sensor: assessing the methodology for different bacteria and yeast high 
cell density fed-batch cultures. Braz J Chem Eng 32(4):821–829

Jagtap RS, Mahajan DM, Mistry SR, Bilaiya M, Singh RK, Jain R (2019) Improving 
ethanol yields in sugarcane molasses fermentation by engineering the 
high osmolarity glycerol pathway while maintaining osmotolerance in 
Saccharomyces cerevisiae. Appl Microbiol Biotechnol 103:1031–1042

Ji H, Yu J, Zhang X, Tan T (2012) Characteristics of an immobilized yeast cell 
system using very high gravity for the fermentation of ethanol. Appl 
Biochem Biotech 168(1):21–28

Jiang H, Xu WD, Ding YH, Chen QS (2020) Quantitative analysis of yeast fer-
mentation process using Raman spectroscopy: comparison of CARS and 
VCPA for variable selection. Spectrochim Acta A 228:117781

Kedia G, Passanha P, Dinsdale RM, Guwy AJ, Lee M, Esteves SR (2013) Address-
ing the challenge of optimum polyhydroxyalkanoate harvesting: Moni-
toring real time process kinetics and biopolymer accumulation using 
dielectric spectroscopy. Bioresource Technol 134:143–150

Khongsay N, Laopaiboon L, Jaisil P, Laopaiboon P (2012) Optimization of agita-
tion and aeration for very high gravity ethanol fermentation from sweet 
sorghum juice by Saccharomyces Cerevisiae using an orthogonal array 
design. Energies 5(3):561–576

Kroll P, Stelzer IV, Herwig C (2017) Soft sensor for monitoring biomass 
subpopulations in mammalian cell culture processes. Biotechnol Lett 
39(11):1667–1673

Legner R, Wirtz A, Koza T, Tetzlaff T, Nickisch-Hartfiel A, Jaeger M (2019) Appli-
cation of green analytical chemistry to a green chemistry process: Mag-
netic resonance and Raman spectroscopic process monitoring of con-
tinuous ethanolic fermentation. Biotechnol Bioeng 116(11):2874–2883

Li L, Wang ZJ, Chen XJ, Chu J, Zhuang YP, Zhang SL (2014) Optimization of 
polyhydroxyalkanoates fermentations with on-line capacitance measure-
ment. Bioresource Technol 156:216–221

Li J, Ding T, Liao XY, Chen SG, Ye XQ, Liu DH (2017) Synergetic effects of 
ultrasound and slightly acidic electrolyzed water against Staphylococcus 
aureus evaluated by flow cytometry and electron microscopy. Ultrason 
Sonochem 38:711–719

Li K, Xia J, Mehmood MA, Zhao XQ, Liu CG, Bai FW (2019) Extracellular redox 
potential regulation improves yeast tolerance to furfural. Chem Eng Sci 
196:54–63

Liu CG, Xue C, Lin YH, Bai FW (2013) Redox potential control and applica-
tions in microaerobic and anaerobic fermentations. Biotechnol Adv 
31(2):257–265

Liu K, Yuan X, Liang LM, Fang JP, Chen YQ, He WJ, Xue T (2019) Using CRISPR/
Cas9 for multiplex genome engineering to optimize the ethanol meta-
bolic pathway in Saccharomyces cerevisiae. Biochem Eng J 145:120–126

Mendez-Rodriguez KB, Figueroa-Vega N, Ilizaliturri-Hernandez CA, Cardona-
Alvarado M, Borjas-Garcia JA, Kornhauser C, Malacara JM, Flores-Ramirez 
R, Perez-Vazquez FJ (2020) Identification of metabolic markers in patients 
with type 2 diabetes by ultrafast gas chromatography coupled to elec-
tronic nose. A pilot study. Biomed Chromatogr 34(12):e4956

Metcalfe GD, Smith TW, Hippler M (2020) On-line analysis and in situ pH moni-
toring of mixed acid fermentation by Escherichia coli using combined 
FTIR and Raman techniques. Anal Bioanal Chem 412(26):7307–7319

Muncan J, Tei K, Tsenkova R (2021) Real-time monitoring of yogurt fermenta-
tion process by aquaphotomics near-infrared spectroscopy. Sensors-
Basel 21(1):177

Naghshbandi MP, Tabatabaei M, Aghbashlo M, Gupta VK, Sulaiman A, Karimi K, 
Moghimi H, Maleki M (2019) Progress toward improving ethanol produc-
tion through decreased glycerol generation in Saccharomyces cerevisiae 
by metabolic and genetic engineering approaches. Renew Sust Energ 
Rev 115:109353

Nascimento RJA, de Macedo GR, dos Santos ES, de Oliveira JA (2017) Real time 
and in situ near-infrared spectroscopy (NIRS) for quantitative monitoring 
of biomass, glucose, ethanol and glycerine concentrations in an alcoholic 
fermentation. Braz J Chem Eng 34(2):459–468



Page 10 of 10Feng et al. Bioresour. Bioprocess.            (2021) 8:37 

Papagianni M, Boonpooh Y, Mattey M, Kristiansen B (2007) Substrate inhibition 
kinetics of Saccharomyces cerevisiae in fed-batch cultures operated at 
constant glucose and maltose concentration levels. J Ind Microbiol Biot 
34(4):301–309

Park SW, Lee SJ, Sim YS, Choi JY, Park EY, Noh BS (2017) Analysis of ethanol 
in soy sauce using electronic nose for halal food certification. Food Sci 
Biotechnol 26(2):311–317

Pinto ASS, Pereira SC, Ribeiro MPA, Farinas CS (2016) Monitoring of the cel-
lulosic ethanol fermentation process by near-infrared spectroscopy. 
Bioresource Technol 203:334–340

Raspagliesi F, Bogani G, Benedetti S, Grassi S, Ferla S, Buratti S (2020) Detection 
of ovarian cancer through exhaled breath by electronic nose: a prospec-
tive study. Cancers 12(9):2408–2420

Rehman O, Shahid A, Liu CG, Xu JR, Javed MR, Eid NH, Gull M, Nawaz M, 
Mehmood MA (2019) Optimization of low-temperature energy-efficient 
pretreatment for enhanced saccharification and fermentation of Cono-
carpus erectus leaves to produce ethanol using Saccharomyces cerevisiae. 
Biomass Convers Bior 10(4):1269–1278

Sabater-Munoz B, Mattenberger F, Fares MA, Toft C (2020) Transcriptional rewir-
ing, adaptation, and the role of gene duplication in the metabolism of 
ethanol of Saccharomyces cerevisiae. mSystems 5(4):e00416-20

Schalk R, Braun F, Frank R, Radle M, Gretz N, Methner FJ, Beuermann T 
(2017) Non-contact Raman spectroscopy for in-line monitoring of 
glucose and ethanol during yeast fermentations. Bioproc Biosyst Eng 
40(10):1519–1527

Taiwo AE, Madzimbamuto TN, Ojumu TV (2018) Optimization of corn steep 
liquor dosage and other fermentation parameters for ethanol production 
by Saccharomyces cerevisiae type 1 and anchor instant yeast. Energies 
11(7):20

Tsai SY, Hsu YC, Shu CM, Lin KH, Lin CP (2020) Synchronization of isothermal 
calorimetry and liquid cultivation identifying the beneficial conditions 
for producing ethanol by yeast Saccharomyces cerevisiae fermentation. J 
Therm Anal Calorim 142(2):829–840

Vann L, Layfield JB, Sheppard JD (2017) The application of near-infrared 
spectroscopy in beer fermentation for online monitoring of critical pro-
cess parameters and their integration into a novel feedforward control 
strategy. J I Brewing 123(3):347–360

Wang ZJ, Zhang W, Zhang JW, Guo MJ, Zhuang YP (2016) Optimization of 
a broth conductivity controlling strategy directed by an online viable 

biomass sensor for enhancing Taxus cell growth rate and Taxol productiv-
ity. RSC Adv 6(47):40631–40640

Wisniewska P, Sliwinska M, Dymerski T, Wardencki W, Namiesnik J (2015) The 
analysis of vodka: a review paper. Food Anal Method 8(8):2000–2010

Wu RZ, Chen D, Cao SW, Lu ZL, Huang J, Lu Q, Chen Y, Chen XL, Guan N, Wei YT, 
Huang RB (2020) Enhanced ethanol production from sugarcane molasses 
by industrially engineered Saccharomyces cerevisiae via replacement of 
the PHO4 gene. RSC Adv 10(4):2267–2276

Xiong ZQ, Guo MJ, Guo YX, Chu J, Zhuang YP, Zhang SL (2008) Real-time 
viable-cell mass monitoring in high-cell-density fed-batch glutathione 
fermentation by Saccharomyces cerevisiae T65 in industrial complex 
medium. J Biosci Bioeng 105(4):409–413

Zeiser A, Bedard C, Voyer R, Jardin B, Tom R, Kamen AA (1999) On-line monitor-
ing of the progress of infection in Sf-9 insect cell cultures using relative 
permittivity measurements. Biotechnol and Bioeng 63(1):122–126

Zhang Y, Lin YH (2020) Metabolic flux analysis of Saccharomyces cerevisiae dur-
ing redox potential-controlled very high-gravity ethanol fermentation. 
Biotechnol Appl Bioc 67(1):140–147

Zhang Q, Wu D, Lin Y, Wang X, Kong H, Tanaka S (2015) Substrate and product 
inhibition on yeast performance in ethanol fermentation. Energ Fuel 
29(2):1019–1027

Zhao HT, Pang KY, Lin WL, Wang ZJ, Gao DQ, Guo MJ, Zhuang YP (2016) Opti-
mization of the n-propanol concentration and feedback control strategy 
with electronic nose in erythromycin fermentation processes. Process 
Biochem 51(2):195–203

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Real-time and on-line monitoring of ethanol fermentation process by viable cell sensor and electronic nose
	Abstract 
	Highlights
	Introduction
	Materials and methods
	Strain, media and culture conditions
	Factors influencing the response of electronic nose
	Glucose feeding strategy
	Analytical methods
	Capacitance measurement
	Application of electronic nose to the real-time and on-line detection of ethanol concentration
	Statistical analysis

	Results and discussion
	Application of the viable cell sensor in ethanol fermentation process
	Application of electronic nose in ethanol fermentation process
	Development of glucose feeding strategy with the guidance of on-line viable cell sensor and electronic nose

	Conclusion
	Acknowledgements
	References




