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Abstract 

Background:  Analyses of substrate and metabolites are often bottleneck activities in high-throughput screening of 
microbial bioprocesses. We have assessed Fourier transform infrared spectroscopy (FTIR), in combination with high 
throughput micro-bioreactors and multivariate statistical analyses, for analysis of metabolites in high-throughput 
screening of microbial bioprocesses. In our previous study, we have demonstrated that high-throughput (HTS) FTIR 
can be used for estimating content and composition of intracellular metabolites, namely triglyceride accumulation 
in oleaginous filamentous fungi. As a continuation of that research, in the present study HTS FTIR was evaluated as a 
unified method for simultaneous quantification of intra- and extracellular metabolites and substrate consumption. As 
a proof of concept, a high-throughput microcultivation of oleaginous filamentous fungi was conducted in order to 
monitor production of citric acid (extracellular metabolite) and triglyceride lipids (intracellular metabolites), as well as 
consumption of glucose in the cultivation medium.

Results:  HTS FTIR analyses of supernatant samples was compared with an attenuated total reflection (ATR) FTIR, 
which is an established method for bioprocess monitoring. Glucose and citric acid content of growth media was 
quantified by high performance liquid chromatography (HPLC). Partial least square regression (PLSR) between HPLC 
glucose and citric acid data and the corresponding FTIR spectral data was used to set up calibration models. PLSR 
results for HTS measurements were very similar to the results obtained with ATR methodology, with high coefficients 
of determination (0.91–0.98) and low error values (4.9–8.6%) for both glucose and citric acid estimates.

Conclusions:  The study has demonstrated that intra- and extracellular metabolites, as well as nutrients in the cultiva-
tion medium, can be monitored by a unified approach by HTS FTIR. The proof-of-concept study has validated that 
HTS FTIR, in combination with Duetz microtiter plate system and chemometrics, can be used for high throughput 
screening of microbial bioprocesses. It can be anticipated that the approach, demonstrated here on single-cell oil 
production by filamentous fungi, can find general application in screening studies of microbial bioprocesses, such as 
production of single-cell proteins, biopolymers, polysaccharides, carboxylic acids, and other type of metabolites.
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Background
Screening of a high number of candidate strains, as well 
as testing of different substrates and growth conditions, 
is a precondition for development and optimization of an 
efficient microbial bioprocess. Micro-bioreactors, usually 
in the form of multi-well microtiter plates, enable high-
throughput parallel cultivation of microorganisms with 
culture volumes ranging from milliliter to nanoliter [1–
7]. Application of such systems saves valuable time and 
decrease costs in the development of bioprocesses.

However, high-throughput screening can only be 
achieved if a high-throughput cultivation is followed by 
high-throughput measurement of biomass, intra- and 
extracellular metabolites, and substrate. Analysis is often 
performed by time-consuming approaches, that can 
involve two or more traditional analytical techniques 
in order to evaluate different type of analytes, thus sig-
nificantly reducing the speed of the screening itself [6]. 
For example, screening of oleaginous microorganisms 
requires measurements of accumulation of intracel-
lular lipids, as well as changes in chemical composition 
of the growth media. Usually this is obtained by tedious 
lipid extraction methods followed by gas chromatogra-
phy (GC), while substrate consumption and release of 
extracellular metabolites is usually monitored by high 
performance liquid chromatography (HPLC) and by bio-
chemical assays [1, 7, 8]. Although chromatographies are 
powerful methods for the analysis of metabolites, differ-
ent mobile-solid phase configurations are needed for dif-
ferent type of analytes based on their molecular weight, 
solubility, polarity, and other parameters, thus often the 
change of a configuration or instrumentation is needed.

Over the past decade, mid-infrared (MIR) Fourier 
transform infrared (FTIR) spectroscopy has emerged as 
a powerful tool for screening, studying, and monitor-
ing of biological processes. FTIR spectroscopy is fast 
and non-destructive biophysical method that detects 
molecular bond vibrations. Unlike traditional analytical 
methods, FTIR spectroscopy is not restricted to one spe-
cific cell characteristic. Given that FTIR is based on the 
measurement of many different spectral cell characteris-
tics, the resulting spectrum is a precise signature of the 
overall chemical composition of a sample. FTIR spectra 
are highly reproducible and informative, and can be used 
both for identification purposes and for quantitative and 
qualitative analysis of cell’s chemical constituents such 
as lipids, proteins, carbohydrates and biopolymers. For 
instance, FTIR has been used for screening of microor-
ganisms based on their content of lipids [8–10], biopoly-
mers [11], or general biomass composition [12, 13]. Since 
FTIR spectroscopy is able to perform multi-analyte anal-
ysis and provide a broad spectrum of information, it is 
thus considered as an alternative to traditional analytical 

methods in high-throughput screening. FTIR tech-
niques, such as attenuated total reflection (ATR) cells and 
probes, have already been assessed for on-line monitor-
ing of bioprocesses, including substrate consumption and 
extracellular metabolite formation [14–22]. A number of 
studies have demonstrated that infrared ATR sensors are 
ideal instruments for monitoring of various compounds, 
such as glucose [15–19], fructose [20], lactose [14], starch 
[16], acetate [15, 16, 20], lactate [17], lactic acid [14], 
ethanol [18–20], and ammonium [20]. Unfortunately, 
measurement of biomass in a bioreactor by ATR sensors 
is impractical without complex modifications of FTIR 
instrumentation [22, 23], and thus quantitative on-line 
measurements of biomass have not been conducted yet.

In addition to on-line process monitoring, FTIR 
also offers high-throughput analyses of microbial bio-
processes by high throughput screening (HTS) system. 
The analysis is usually achieved by depositing biomass 
samples on a multi-well IR-light-transparent microplate 
[7–10, 24–26]. Several studies have shown a high corre-
lation of HTS FTIR spectroscopy with traditional ana-
lytical techniques, such as GC, HPLC, and biochemical 
assays, for different types of bioprocesses [7, 9, 27, 28]. 
However, the majority of studies have been focused on 
quantitative analysis of biomass, while high-throughput 
studies of substrates and extracellular metabolites had 
very limited scope [27, 28]. Thus, the application of FTIR 
spectroscopy in high-throughput screening of microor-
ganisms has not been fully explored, despite the fact that 
it can perform high-throughput multi-analyte quantifica-
tion of both intra- and extracellular metabolites and sub-
strate consumption.

Compared with other commercial high throughput 
micro-bioreactors, Duetz microtiter plate system (Duetz-
MTPS) is simple and cost-effective system that offers 
very high number of parallel cultivations [29, 30]. How-
ever, the system is usually limited only to preliminary 
strain screening due to lack of process information [6]. In 
our recent study, FTIR spectroscopy was combined with 
Duetz-MTPS for the screening of oleaginous filamen-
tous fungi [7]. It has been shown that HTS FTIR spec-
troscopic analysis of lipids in cell biomass correlates very 
well with GC analysis, and can be used for the prediction 
of total lipid and several groups of fatty acids (saturated, 
monounsaturated, and polyunsaturated) in fungal cell 
biomass [7]. Analogous to Duetz MTPS, HTS FTIR fea-
tures microplate design well suited for automation sys-
tems [31], thus it is far more suitable for high-throughput 
screening than probe- or cell-based ATR FTIR setting. In 
the present study we evaluate HTS FTIR spectroscopy as 
a unified method for simultaneous quantification of both 
intra- and extra-cellular metabolites, as well as substrate 
consumption in high-throughput screening of microbial 
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bioprocesses. Oleaginous filamentous fungi, namely 
Mucor circinelloides, Umbelopsis isabellina and Penicil-
lium glabrum, were used as a model organisms. As previ-
ously reported, lipid production for all the studied fungal 
strains was relatively high, reaching 28–34% of lipid con-
tent of the biomass [7]. In addition, Penicillium is a good 
producer of organic acids [32–36].

Methods
Fungal strains
Three oleaginous filamentous fungi were used in the 
study: Mucor circinelloides VI 04473 (Norwegian School 
of Veterinary Science; Oslo, Norway), Umbelopsis isa-
bellina UBOCC-A-101350 (Université de Bretagne 
Occidentale Culture Collection; Plouzané, France) and 
Penicillium glabrum FRR 4190 (Commonwealth Scien-
tific and Industrial Research Organisation; North Ryde, 
Australia).

Cultivation of fungi in high‑throughput Duetz‑MTP 
screening system
Cultivation in liquid medium was performed in the 
Duetz-MTP screening system (Enzyscreen, Nether-
lands), consisting of 24-square polypropylene deep well 
plates, low-evaporation sandwich covers, and extra high 
cover clamps. Duetz plates were mounted in two Innova 
40R refrigerated desktop shakers (Eppendorf, Ger-
many). The broth medium was prepared according to 
the protocol described in Kavadia et al. [37] with modi-
fications (g L−1): glucose 80, yeast extract (total nitrogen 
10.0–12.5%) 3, KH2PO4 7, Na2HPO4 2, MgSO4·7H2O 1.5, 
CaCl2·2H2O 0.1, FeCl3·6H2O 0.008, ZnSO4·7H2O 0.001, 
CoSO4·7H2O 0.0001, CuSO4·5H2O 0.0001, MnSO4·5H2O 
0.0001. All chemicals were analytical grade (≥  99%), 
and supplied by Merck (Germany), except yeast extract 
(Oxoid, England). Details of preparation of spore suspen-
sion and medium can be found in Kosa et al. [7]. In each 
well 2.5 mL of broth medium was inoculated with 50 µL 
of fungal spore suspension. Cultivations were performed 
for 12 days at 20 and 30  °C, at 300 rpm agitation speed 
(circular orbit 0.75” or 19 mm). Each day, one plate was 
removed from both shakers for analysis.

Experimental design
All microplates were prepared in the following way: 
the first eight wells were inoculated with M. circinel-
loides, the second eight wells with U. isabellina, and the 
last eight wells with P. glabrum. For each strain, growth 
medium, supernatant of fermentation broth and biomass 
of the first three wells, considered as biological replicates, 
were used for FTIR and HPLC analyses. The merged bio-
mass from the other five wells was used for lipid analysis 
by gas chromatography (GC), as described in Kosa et al. 

[7]. In total, 216 supernatant and 6 growth media sam-
ples were measured by FTIR and HPLC. Moreover, 210 
and 70 biomass samples were measured by FTIR and GC 
respectively; biomass of U. isabellina and P. glabrum cul-
tivated at 20 °C were not sampled on the first day due to 
insufficient growth.

FTIR spectroscopy analysis
FTIR analyses of supernatant samples were conducted 
by both ATR and HTS accessories, while fungal biomass 
was analyzed by HTS only. Each sample was measured 
in three technical replicates, resulting in 648 spectra of 
supernatant and 18 spectra of growth media for both 
ATR and HTS, as well as 630 HTS spectra of biomass.

ATR measurement were performed using a Vertex 70 
FTIR spectrometer (Bruker Optik, Germany) with the 
single-reflection attenuated total reflectance (SR-ATR) 
accessory. The ATR IR spectra were recorded with 32 
scans using the horizontal SR-ATR diamond prism with 
45° angle of incidence on a Specac (Slough, United King-
dom) High Temperature Golden Gate ATR Mk II. From 
each suspension or supernatant, 10 µL were transferred 
on the surface of the ATR crystal, and measured in three 
technical replicates. Spectra were recorded in the region 
between 7000 and 600  cm−1 with a spectral resolution 
of 4  cm−1. Each spectrum was recorded as the ratio of 
the sample spectrum to the spectrum of the empty ATR 
plate.

HTS measurements were performed from ten times 
diluted supernatant samples by using the High Through-
put Screening eXTension (HTS-XT) unit coupled to the 
Vertex 70 FTIR spectrometer (both Bruker Optik, Ger-
many) in transmission mode. The washed fungal bio-
mass was sonicated, in order to prepare homogeneous 
suspension; the detailed procedure for preparation of the 
biomass has been described previously [7]. From each 
suspension or supernatant, 8  µL were transferred to an 
IR-light-transparent silicon 384-well microplate (Bruker 
Optik, Germany) in three technical replicates. Samples 
were dried at room temperature for 2  h to form films 
that were suitable for FTIR analysis. The spectra were 
recorded in the region between 4000 and 500 cm−1 with a 
spectral resolution of 6 cm−1 and an aperture of 5.0 mm. 
For each spectrum, 64 scans were averaged. Each spec-
trum was recorded as the ratio of the sample spectrum to 
the spectrum of the empty microplate.

HPLC and pH analyses
Glucose and citric acid content of the starting growth 
media, as well as of the supernatant of fermenta-
tion broths, was quantified by an UltiMate 3000 
UHPLC system (Thermo Scientific, USA), equipped 
with RFQ-Fast Acid H  +  8% (100  ×  7.8  mm) column 
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(Phenomenex, USA), and coupled to a refractive index 
(RI) detector. Samples were diluted ten times before 
analysis, filter sterilized, and subsequently eluted iso-
cratically at 1.0 mL min−1 flow rate in 6 min with 5 mM 
H2SO4 mobile phase at 85  °C column temperature. The 
pH measurements of growth media were conducted by 
a PHM210 MeterLab electrode (Radiometer Analytical 
SAS, France).

Data analysis
For the analyses of ATR and HTS spectral sets of super-
natant (including starting growth medium), spectral 
region of 1900–700  cm−1 was selected as this spectral 
region contains bands distinctive for both glucose and 
citric acid. ATR spectra were baseline offset corrected, 
and the obtained data set was used in the data analyses. 
HTS spectra were smoothed and transformed to second 
derivative form by Savitzky–Golay algorithm using a pol-
ynomial of power 2 with window size 15. Furthermore, 
the data set was reduced by taking an average of techni-
cal replicates, resulting in the data set with 222 spectra 
that was used in the data analyses. The description of the 
pre-processing of HTS spectra of biomass can be found 
in Kosa et al. [7].

Chemical similarities between samples were esti-
mated by using principal component analysis (PCA), 
while partial least square regression (PLSR) was used 
to establish calibration models for glucose and citric 
acid. PLSR models were established by using a data set 
of HPLC reference measurements (responses) as a Y 
matrix, which was regressed onto an X matrix contain-
ing FTIR measurements (predictors). Optimal number 
of PLSR components (i.e. PLSR factors) of the calibra-
tion models (AOpt), root-mean-square error (RMSE) 
and coefficient of determination (R2) were calculated, 
and the optimal model was selected based on the lowest 
AOpt having insignificantly higher RMSE than the model 
with the minimum RMSE. PLSR models for glucose pre-
diction were based on measurements of all three fungal 
species, while the models for determination of citric 
acid were based on measurements of only P. glabrum. 
Model validation was performed using: (1) cross-valida-
tion (CV), where cross validation segments were defined 
per each strain, growth temperature, and day (74 seg-
ments in total, comprising either 9 spectra for ATR data 
set or 3 spectra for HTS set), and (2) independent test 
set validation (ITV), where PLSR models were built by 
excluding data on P. glabrum cultivated at 30  °C (540 
and 180 spectra for determination of glucose by ATR 
and HTS respectively; 126 and 42 spectra for determi-
nation of citric acid by ATR and HTS respectively), and 
the data of P. glabrum 30  °C was subsequently used as 
an independent test set (108 and 36 spectra for ATR and 

HTS respectively). All pre-processing methods and data 
analyses were performed using The Unscrambler × 10.5 
(CAMO Software, Oslo, Norway).

Results and discussion
Reference measurements of intra‑ and extracellular 
metabolites
Measurements of substrate (glucose) and extracellular 
metabolite (organic acids) in the growth media were per-
formed by HPLC (Fig. 1), while lipid accumulation in the 
biomass was measured by GC as previously reported [7]. 
The pH measurements of growth media for P. glabrum 
cultivations have shown rapid drop of pH values, from 
pH 6 to 3 during the first 4 days of cultivation (Fig. 1a), 
while the pH values for growth media of M. circinelloides 
and U. isabellina have remained stable during the whole 
cultivation period. The drop of pH values was a result 
of simultaneous production of acids and lipids in P. gla-
brum. It has been reported previously that some oleagi-
nous fungi can produce large amounts of organic acids, 
at the expenses of lipid accumulation, when grown under 
nitrogen-limited conditions [38].

HPLC measurements of organic acids and alcohols 
have shown significant citric acid production for P. gla-
brum cultivations, while productions of extracellular 
metabolites were negligible during the cultivation of M. 
circinelloides and U. isabellina. Citric acid production 
for P. glabrum, at 20 and 30 °C cultivation temperatures, 
has reached approx. 7.5 and 6.5  g  L−1 respectively after 
6 days of cultivation, and has remained stable for the sub-
sequent 6 days (Fig. 1). In addition to citric acid produc-
tion, the growth medium of P. glabrum has developed 
intensive yellow colour at the end of cultivation, however 
the chemical causing such colour change has not been 
identified.

FTIR spectra of growth media and fungal biomass
The FTIR spectra of growth media show wide-rang-
ing difference between the ATR and HTS spectra. The 
ATR spectra (Fig.  2a) are dominated by water vibra-
tional bands at approx. 3300 (O–H stretching), 2110 
(HOH bending +  libration), 1635 (HOH bending), and 
580  cm−1 (libration). The principal glucose bands at 
1200–900  cm−1 (C–O–C stretch, C–OH stretch, COH 
deformation, COC deformation, pyranose ring vibra-
tions) are noticeable in the ATR spectrum of growth 
media. These bands have much narrower profiles than 
the broad water bands, with full width at half-maximum 
for glucose vibrational bands being approx. 30–40 cm−1, 
compared to 100–400  cm−1 for water bands. The prin-
cipal bands of citric acid, at 1725 (acid C=O stretch) 
and 1500–1000  cm−1 (C–O, C–OH, C–C vibrations) 
are mostly overlaid with stronger signals of either water 
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or glucose in the ATR spectra. Since the samples for 
HTS FTIR measurements were recorded as dry films, 
the HTS spectra are largely devoid of water bands, and 
clearly show principal signals of both glucose and cit-
ric acid (Fig. 2b). The concentration of citric acid in the 
growth media during P. glabrum cultivation (0–0.046 M) 
was several orders of magnitude lower than glucose con-
centration (0.042–0.444 M), reaching parity only for the 
end-cultivation values. This is evident in the HTS spectra 
of growth media on the 12th day of cultivation (Fig. 2b), 

where citric acid peak at 1725 cm−1 is of the same magni-
tude as glucose peak at 1035 cm−1.

The development of cellular lipids can be easily 
detected in the biomass HTS FTIR spectra (Fig.  2c) by 
presence of peaks at 3050–2800 (C–H stretch), 1745 
(ester C=O stretch), 1460 (CH2 bending), 1250–1070 
(C–O–C stretch and deformation) and 720  cm−1 (CH2 
rocking). The detailed FTIR spectral assignation of bio-
mass for the all three fungal strains can be found in Kosa 
et al. [7].

Fig. 1  a Progression of pH values and citric acid concentration (obtained by HPLC measurements) in cultivation medium of P. glabrum at 20 and 
30 °C. b Progression of glucose concentration (obtained by HPLC measurements) in cultivation medium of P. glabrum at 20 and 30 °C
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For both spectral data sets of growth media, the PCA 
results show that concentration change of glucose and 
citric acid during a cultivation can be monitored with 
great precision (Fig. 3). As can be seen in Figs. 3 and 4, 

for both ATR and HTS spectral data for P. glabrum cul-
tivation, PC1 has high negative and high positive load-
ings related to glucose (1200–900  cm−1) and citric acid 
bands (1725 cm−1). Moreover, the influence of cultivation 

Fig. 2  a ATR FTIR spectra of growth media, b HTS FTIR spectra of growth media, and c HTS FTIR spectra of biomass for P. glabrum cultivation at 
30 °C. The marked bands are associated with molecular vibrations of (W) water, (G) glucose, (C) citric acid, and (L) lipids
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temperature on the chemical composition of growth 
media is evident even in the first couple of days of culti-
vation. In both data sets the score plots correctly indicate 
that the end-cultivation ratio of citric acid-to-glucose is 
higher at 20 °C than at 30 °C.

Quantitative determination of glucose and citric acid 
in growth medium by FTIR spectroscopy
Quantitative estimates of glucose and citric acid in the 
cultivation media were obtained by PLSR analyses. The 
results show very high level of correlation between the 
FTIR and HPLC measurements for both HTS and ATR 

measurements (Tables 1, 2). The RMSE values for assess-
ment of glucose by ATR for all three fungal species 
(RMSE = 5–6%) are consistent with the reported values 
for ATR cell and probe measurements of bacterial and 
yeast fermentations (RMSE = 6–12%) [16–19]. Likewise, 
the related glucose values for HTS measurement are con-
sistent with the reported values for monitoring of mam-
malian cell cultures [27]. However, it should be noted 
that our study has covered one order of magnitude higher 
range of glucose concentration (up to 80 g L−1 glucose) 
compared to the one in the above mentioned study 
[27]. The only previous reported HTS measurement of 

Fig. 3  a PCA score plot of ATR FTIR spectral data set of cultivation medium of P. glabrum (baseline offset corrected spectra), with depiction of 
starting growth media (sgm), cultivation day (1–12), and temperature (dot/block—20 °C; circle/square—30 °C). C and G vectors approximate the 
increase in relative amount of citric acid and glucose respectively. The percent variances for the first five PCs are 94.01, 2.59, 0.98, 0.37 and 0.16.  
b and c Loading plots on the first two principal components of the PCA
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Fig. 4  a PCA score plot of HTS FTIR spectral data set of cultivation medium of P. glabrum (second derivative spectra), with depiction of starting 
growth media (sgm), cultivation day (1–12), and temperature (dot/block—20 °C; circle/square—30 °C). C and G vectors approximate the increase in 
relative amount of citric acid and glucose respectively. The percent variances for the first five PCs are 97.45, 1.69, 0.36, 0.15 and 0.13. b and c Loading 
plots on the first and third principal components of the PCA

Table 1  PLSR coefficients of determination (R2) and root mean square errors (RMSE) for determination of glucose (for all 
three species), with the number of components in parenthesis (Aopt); CV cross validation, ITV independent test validation

FTIR measurement  
mode

CV ITV

R2 (Aopt) RMSE (g L−1 glucose) R2 (Aopt) RMSE (g L−1 glucose)

ATR 0.98 (1) 3.59 (4.5%) 0.96 (2) 4.49 (5.6%)

HTS 0.96 (3) 4.87 (6.1%) 0.95 (2) 4.98 (6.2%)
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glucose, where similarly high concentrations of glucose 
were measured in an artificial set of model solutions (and 
not an actual cultivation medium), has resulted with very 
large errors of prediction [28].

The number of components (PLS factors) used for build-
ing FTIR vs. HPLC calibration models for both FTIR tech-
niques was low indicating high stability and reliability of 
the developed models. Moreover, the models for citric 
acid have low error even for independent test validation, 
where almost half of the data has been hold up. In addition 
to PLSR prediction models of the growth media, PLSR 
between gas chromatography fatty acid data and corre-
sponding HTS–FTIR spectral data of biomass was used 
to set up models for the prediction of saturated, mono-
unsaturated and polyunsaturated fatty acids, unsaturation 
index, total lipid content and principal fatty acids, and the 
results have been presented in Kosa et al. [7]. It has to be 
noted that the number of components used for building 
glucose and citric acid HTS–FTIR vs. HPLC calibrations 
was lower than FTIR–HTS vs. GC analysis of fungal lipids 
[7]. These results are logical since chemical complexity of 
the cultivation media (supernatant) is relatively low when 
compared with the fungal biomass.

Comparison of FTIR–HTS and FTIR–ATR measurements
In general, the results for HTS measurements were very 
similar to the results obtained with ATR methodology, 
with comparable RMSE values for both glucose and citric 
acid estimates (Tables 1, 2). This demonstrates that chemi-
cal analysis of both cultivation media and biomass can be 
performed by HTS–FTIR approach. However, the main 
differences between ATR and HTS approaches are worth 
discussing in detail. First, HTS measurement of growth 
media often requires optimization of sample concen-
tration, as was the case in this study where spectra were 
obtained from ten times diluted supernatant samples. This 
requirement is often absent in ATR measurements, as 
demonstrated by published studies where ATR probes and 
cells were directly placed in the fermenters [14–22]. How-
ever, measurement of diluted samples can be an advantage 
of HTS approach over ATR since smaller quantities of 
supernatant are needed for measurement. This could be 
of importance in microbioreactor screening studies, where 
culture volumes are often extremely limited.

Secondly, in ATR measurement of growth media there 
is a controlled optical path length, resulting in extremely 
reproducible spectral measurements of technical repli-
cates. Thus, only minimal requirements for spectral pre-
processing are needed. For example, in this study, only the 
baseline offset correction was applied on the ATR spectral 
data set. In contrast, HTS measurement of growth media 
is characterised by much larger variations between the 
spectra of technical replicates, due to the irreproducible 
film formation on the silicon microplates. Because of mor-
phological differences (mainly area and thickness) between 
the dried films, the resulting HTS spectra can have rela-
tively large variation in absorbance values. Usually, this is 
not a major problem since the spectra can be normalised 
by applying standard normal variate or extended multipli-
cative signal correction, as it was the case with the HTS 
spectra of biomass [7]. However, such internal normaliza-
tion should be applied only if the spectral set is more or 
less invariant regarding the total absorbance. This was 
not the case for the growth media, where concentration 
of nutrients has decreased by two orders of magnitude, 
resulting in large change in total absorbance and spectral 
profiles between the starting and final cultivation spectra 
(Fig. 2b). For that reason, differences in optical path length 
in HTS measurements were minimised by averaging indi-
vidual spectra of technical replicates, as well as by convert-
ing the spectra into derivative form. The PLSR results for 
estimating citric acid and glucose indicate that spectral 
pre-processing was sufficient. However, if this is not the 
case, one possible solution would be an addition of an 
internal standard. For instance, an internal standard with 
a simple spectrum comprising of just a few sharp bands, 
such as thiocyanate salts with sharp S–C≡N stretching 
band at approx. 2100 cm−1, could be utilized in peak nor-
malization preprocessing [39]. In addition, we can expect 
that the use of a robotic system for sample preparation on 
silicone plates could increase the precision of HTS–FTIR 
measurement [31].

Thirdly, since dry films are used for HTS measure-
ments, the water signal is weak and probably a more 
detailed fingerprint of biomolecules can be obtained 
compared with ATR approach. This could be of interest 
for detection and assessment of low-concentration chem-
icals, such as pigments. On the other hand, measurement 

Table 2  PLSR coefficients of determination (R2) and root mean square errors (RMSE) for determination of citric acid (for P. 
glabrum), with the number of components in parenthesis (Aopt); CV cross validation, ITV independent test validation

FTIR measurement  
mode

CV ITV

R2 (Aopt) RMSE (g L−1 citric acid) R2 (Aopt) RMSE (g L−1 citric acid)

ATR 0.97 (5) 0.51 (5.8%) 0.88 (4) 0.76 (8.7%)

HTS 0.98 (5) 0.43 (4.9%) 0.91 (3) 0.75 (8.6%)



Page 10 of 11Kosa et al. Microb Cell Fact  (2017) 16:195 

of dry films may prevent detection of volatile compounds 
in the growth media, such as low-molecular-mass 
organic acids and alcohols.

Finally, compared to ATR, microplate design of HTS–
FTIR setup is consistent with microbioreactor plate 
design, and thus it is well suited for high throughput 
screening. Therefore, while ATR setup is probably an 
optimal choice for industrial scale bioprocess control, 
HTS setup displays clear advantage in screening studies.

Conclusions
One of the main challenge in using the high throughput 
micro-bioreactors has been the lack of information on 
cultivation parameters, including concentration pro-
files of reactants and products. Analyses of substrate 
and metabolites are often bottleneck activities, and thus 
can significantly hinder high throughput platforms. In 
our studies of lipid production of filamentous fungi, we 
have demonstrated that HTS FTIR, in combination with 
Duetz-MTPS, can be used for high throughput screening 
of microbial bioprocesses. Intra- and extracellular metab-
olites, as well as nutrients in the cultivation medium, have 
been monitored by a unified approach. When compared 
with ATR FTIR, which is an established method for bio-
process monitoring, HTS FTIR offers almost equivalent 
prediction of glucose and citric acid. In addition, both 
Duetz-MTPS and HTS FTIR have good potential for full 
automatization. In conclusion, it has been demonstrated 
that HTS FTIR spectroscopy can be used as a rapid and 
versatile analytical method for gaining insights on micro-
bial bioprocesses. It can be anticipated that the approach, 
demonstrated here on single-cell oil production by fila-
mentous fungi, can find general application in screening 
studies of microbial bioprocesses, such as production of 
single-cell proteins, biopolymers, polysaccharides, car-
boxylic acids, and other type of metabolites.

Abbreviations
ATR: attenuated total reflectance; Duetz-MTPS: Duetz microtiter plate system; 
HTS: high-throughput screening; FTIR: Fourier transform infrared spectroscopy; 
PLSR: partial least squares regression.

Authors’ contributions
Conceived the research idea: BZ, VS. Designed the experiments: BZ, GK, VS. 
Methodology: BZ, GK. Performed the experiments: GK. Discussed the results: 
AK, BZ, GK, VS. Analyzed the data: BZ, GK. Wrote the manuscript: BZ, GK, VS. 
Discussed and revised the manuscript: AK, BZ, GK, VS. All authors read and 
approved the final manuscript.

Author details
1 Faculty of Science and Technology, Norwegian University of Life Sciences, 
Postbox 5003, 1432 Ås, Norway. 2 Nofima AS, Osloveien 1, 1430 Ås, Norway. 

Additional file

Additional file 1. FTIR and HPLC data.

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

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article and its Additional file 1.

Consent for publication
Not relevant.

Ethics approval and consent to participate
Not relevant.

Funding
This work was supported by the Research Council of Norway—BIONÆR Grant, 
Project Numbers 234258 and 268305.

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

Received: 13 September 2017   Accepted: 8 November 2017

References
	1.	 Back A, Rossignol T, Krier F, Nicaud JM, Dhulster P. High-throughput 

fermentation screening for the yeast Yarrowia lipolytica with real-time 
monitoring of biomass and lipid production. Microbial Cell Factories. 
2016;15:147.

	2.	 Beneyton T, Wijaya IPM, Postros P, Najah M, Leblond P, Couvent A, Mayot E, 
Griffiths AD, Drevelle A. High-throughput screening of filamentous fungi 
using nanoliter-range droplet-based microfluidics. Sci Rep. 2016;6:27223.

	3.	 Girard P, Jordan M, Tsao M, Wurm FM. Small-scale bioreactor system for 
process development and optimization. Biochem Eng J. 2001;7:117–9.

	4.	 Kensy F, Engelbrecht C, Buchs J. Scale-up from microtiter plate to labora-
tory fermenter: evaluation by online monitoring techniques of growth 
and protein expression in Escherichia coli and Hansenula polymorpha 
fermentations. Microbial Cell Factories. 2009;8:68.

	5.	 Linde T, Hansen NB, Lubeck M, Lubeck PS. Fermentation in 24-well plates 
is an efficient screening platform for filamentous fungi. Lett Appl Micro-
biol. 2014;59:224–30.

	6.	 Long Q, Liu XX, Yang YK, Li L, Harvey L, McNeil B, Bai ZG. The development 
and application of high throughput cultivation technology in bioprocess 
development. J Biotechnol. 2014;192:323–38.

	7.	 Kosa G, Kohler A, Tafintseva V, Zimmermann B, Forfang K, Afseth NK, 
Tzimorotas D, Vuoristo KS, Horn SJ, Mounier J, Shapaval V. Microtiter plate 
cultivation of oleaginous fungi and monitoring of lipogenesis by high-
throughput FTIR spectroscopy. Microbial Cell Factories. 2017;16:101.

	8.	 Forfang K, Zimmermann B, Kosa G, Kohler A, Shapaval V. FTIR spectros-
copy for evaluation and monitoring of lipid extraction efficiency for 
Oleaginous fungi. Plos One. 2017;12:e0170611.

	9.	 Shapaval V, Afseth NK, Vogt G, Kohler A. Fourier transform infrared spec-
troscopy for the prediction of fatty acid profiles in Mucor fungi grown in 
media with different carbon sources. Microbial Cell Factories. 2014;13:86.

	10.	 Dean AP, Sigee DC, Estrada B, Pittman JK. Using FTIR spectroscopy for 
rapid determination of lipid accumulation in response to nitrogen limita-
tion in freshwater microalgae. Bioresour Technol. 2010;101:4499–507.

	11.	 Misra AK, Thakur MS, Srinivas P, Karanth NG. Screening of poly-beta-
hydroxybutyrate-producing microorganisms using Fourier transform 
infrared spectroscopy. Biotechnol Lett. 2000;22:1217–9.

	12.	 Kohler A, Bocker U, Shapaval V, Forsmark A, Andersson M, Warringer 
J, Martens H, Omholt SW, Blomberg A. High-throughput biochemical 
fingerprinting of Saccharomyces cerevisiae by Fourier transform infrared 
spectroscopy. Plos One. 2015;10:e0118052.

	13.	 Feng GD, Zhang F, Cheng LH, Xu XH, Zhang L, Chen HL. Evaluation of 
FT-IR and Nile Red methods for microalgal lipid characterization and bio-
mass composition determination. Bioresour Technol. 2013;128:107–12.

https://doi.org/10.1186/s12934-017-0817-3


Page 11 of 11Kosa et al. Microb Cell Fact  (2017) 16:195 

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

	14.	 Fairbrother P, George WO, Williams JM. Whey fermentation—online 
analysis of lactose and lactic-acid by FT-IR spectroscopy. Appl Microbiol 
Biotechnol. 1991;35:301–5.

	15.	 Doak DL, Phillips JA. In situ monitoring of an Escherichia coli fermentation 
using a diamond composition ATR probe and mid-infrared spectroscopy. 
Biotechnol Prog. 1999;15:529–39.

	16.	 Dahlbacka J, Kiviharju K, Eerikainen T, Fagervik K. Monitoring of Streptomy-
ces peucetius cultivations using FTIR/ATR spectroscopy and quantitative 
models based on library type data. Biotech Lett. 2013;35:337–43.

	17.	 Rhiel M, Ducommun P, Bolzonella I, Marison I, von Stockar U. Real-time 
in situ monitoring of freely suspended and immobilized cell cultures 
based on mid-infrared spectroscopic measurements. Biotechnol Bioeng. 
2002;77:174–85.

	18.	 Veale EL, Irudayaraj J, Demirci A. An on-line approach to monitor ethanol 
fermentation using FTIR spectroscopy. Biotechnol Prog. 2007;23:494–500.

	19.	 Schalk R, Geoerg D, Staubach J, Raedle M, Methner FJ, Beuermann T. 
Evaluation of a newly developed mid-infrared sensor for real-time moni-
toring of yeast fermentations. J Biosci Bioeng. 2017;123:651–7.

	20.	 Kornmann H, Valentinotti S, Duboc P, Marison I, von Stockar U. Monitoring 
and control of Gluconacetobacter xylinus fed-batch cultures using in situ 
mid-IR spectroscopy. J Biotechnol. 2004;113:231–45.

	21.	 Koch C, Posch AE, Goicoechea HC, Herwig C, Lendl B. Multi-analyte quan-
tification in bioprocesses by Fourier-transform-infrared spectroscopy by 
partial least squares regression and multivariate curve resolution. Anal 
Chim Acta. 2014;807:103–10.

	22.	 Koch C, Brandstetter M, Wechselberger P, Lorantfy B, Plata MR, Radel S, 
Herwig C, Lendl B. Ultrasound-enhanced attenuated total reflection 
mid-infrared spectroscopy in-line probe: acquisition of cell spectra in a 
bioreactor. Anal Chem. 2015;87:2314–20.

	23.	 Jarute G, Kainz A, Schroll G, Baena JR, Lendl B. On-line determination 
of the intracellular poly(beta-hydroxybutyric acid) content in trans-
formed Escherichia coli and glucose during PHB production using 
stopped-flow attenuated total reflection FT-IR Spectrometry. Anal Chem. 
2004;76:6353–8.

	24.	 Scholz T, Lopes VV, Calado CRC. High-throughput analysis of the plasmid 
bioproduction process in Escherichia coli by FTIR spectroscopy. Biotech-
nol Bioeng. 2012;109:2279–85.

	25.	 Shapaval V, Schmitt J, Moretro T, Suso HP, Skaar I, Asli AW, Lillehaug D, 
Kohler A. Characterization of food spoilage fungi by FTIR spectroscopy. J 
Appl Microbiol. 2013;114:788–96.

	26.	 Shapaval V, Moretro T, Suso HP, Asli AW, Schmitt J, Lillehaug D, Martens H, 
Bocker U, Kohler A. A high-throughput microcultivation protocol for FTIR 
spectroscopic characterization and identification of fungi. J Biophotonics. 
2010;3:512–21.

	27.	 Sellick CA, Hansen R, Jarvis RM, Maqsood AR, Stephens GM, Dickson AJ, 
Goodacre R. Rapid monitoring of recombinant antibody production by 
mammalian cell cultures using Fourier transform infrared spectroscopy 
and chemometrics. Biotechnol Bioeng. 2010;106:432–42.

	28.	 Leon ES, Coat R, Moutel B, Pruvost J, Legrand J, Goncalves O. Influence of 
physical and chemical properties of HTSXT–FTIR samples on the quality 
of prediction models developed to determine absolute concentrations 
of total proteins, carbohydrates and triglycerides: a preliminary study on 
the determination of their absolute concentrations in fresh microalgal 
biomass. Bioprocess Biosyst Eng. 2014;37:2371–80.

	29.	 Duetz WA. Microtiter plates as mini-bioreactors: miniaturization of fer-
mentation methods. Trends Microbiol. 2007;15:469–75.

	30.	 Duetz WA, Witholt B. Oxygen transfer by orbital shaking of square vessels 
and deepwell microtiter plates of various dimensions. Biochem Eng J. 
2004;17:181–5.

	31.	 Li J, Shapaval V, Kohler A, Talintyre R, Schmitt J, Stone R, Gallant AJ, Zeze 
DA. A modular liquid sample handling robot for high-throughput Fourier 
transform infrared spectroscopy. In: Ding X, Kong X, Dai SJ, editors. 
Advances in reconfigurable mechanisms and robots II. Cham: Springer; 
2016. p. 769–78.

	32.	 Okerentugba PO, Anyanwu VE. Evaluation of citric acid production 
by Penicillium sp. ZE-19 and its improved UV-7 strain. Res J Microbiol. 
2014;9:208–15.

	33.	 Magnuson JK, Lasure LL. Organic acid production by filamentous fungi. 
In: Tkacz JS, Lange L, editors. Advances in fungal biotechnology for indus-
try, agriculture, and medicine. Boston: Springer; 2004. p. 307–40.

	34.	 Tang X, Chen HQ, Chen YQ, Chen W, Garre V, Song YD, Ratledge C. Com-
parison of biochemical activities between high and low lipid-producing 
strains of Mucor circinelloides: an explanation for the high oleaginicity of 
strain WJ11. Plos One. 2015;10:e0128396.

	35.	 Papanikolaou S, Komaitis M, Aggelis G. Single cell oil (SCO) production by 
Mortierella isabellina grown on high-sugar content media. Biores Technol. 
2004;95:287–91.

	36.	 Thevenieau F, Nicaud J-M. Microorganisms as sources of oils. OCL. 
2013;20:D603.

	37.	 Kavadia A, Komaitis M, Chevalot I, Blanchard F, Marc I, Aggelis G. Lipid and 
gamma-linolenic acid accumulation in strains of zygomycetes growing 
on glucose. J Am Oil Chem Soc. 2001;78:341–6.

	38.	 Levinson WE, Kurtzman CP, Kuo TM. Characterization of Yarrowia lipolytica 
and related species for citric acid production from glycerol. Enzyme 
Microbial Technol. 2007;41:292–5.

	39.	 Furlan P, Servey J, Scott S, Peaslee M. FTIR analysis of mouse urine urea 
using IR cards. Spectrosc Lett. 2004;37:311–8.


	FTIR spectroscopy as a unified method for simultaneous analysis of intra- and extracellular metabolites in high-throughput screening of microbial bioprocesses
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Methods
	Fungal strains
	Cultivation of fungi in high-throughput Duetz-MTP screening system
	Experimental design
	FTIR spectroscopy analysis
	HPLC and pH analyses
	Data analysis

	Results and discussion
	Reference measurements of intra- and extracellular metabolites
	FTIR spectra of growth media and fungal biomass
	Quantitative determination of glucose and citric acid in growth medium by FTIR spectroscopy
	Comparison of FTIR–HTS and FTIR–ATR measurements

	Conclusions
	Authors’ contributions
	References




