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Abstract

be used in PHA production without filtration.

purified oil or glucose for PHB production.

seed oll

Polyhydroxyalkanoates (PHAs) are biopolymers, which can replace petrochemical plastics in many applications.
However, these bioplastics are currently far more expensive than petrochemical plastics. Many researchers are
investigating the use of inexpensive substrates derived from waste streams. Waste frying oil is abundant and can

Cupriavidus necator (formerly known as Ralstonia eutropha) is a versatile organism for the production of PHAs.
Small-scale batch fermentation studies have been set up, using different concentrations of pure vegetable oil,
heated vegetable oil and waste frying oil. These oils are all rapeseed oils.

It has been shown that Cupriavidus necator produced the homopolymer polyhydroxybutyrate (PHB) from the
rapeseed oils. The achieved PHB concentration from waste frying oil was 1.2 g/l, which is similar to a concentration
that can be obtained from glucose. The PHB harvest from pure oil and heated oil was 0.62 g/l and 0.9 g/I
respectively. A feed of waste frying oil could thus achieve more biopolymer than pure vegetable oil. While the use
of a waste product is beneficial from a life-cycle perspective, PHB is not the only product that can be made from
waste oil. The collection of waste frying oil is becoming more widespread, making waste oil a good alternative to
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Introduction

Polyhydroxyalkanoates (PHAs) are natural, renewable
and biocompatible biopolymers, produced intracellular
in bacteria. They can be made into plastic materials
with properties that are similar to petrochemical plastics
and can replace these materials in many applications
(Philip et al. 2007,). However, the high production cost
of biopolymers and the availability of low-cost petro-
chemical equivalents make polyhydroxyalkanoates eco-
nomically unattractive. Concern over plastic waste and
increasing environmental awareness has put bioplastics
into the attention of research and industry. In order to
make the production of PHAs economically more
attractive, the use of inexpensive substrates has been
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investigated thoroughly (Lemos et al. 2006,; Castilho et
al. 2009).

Vegetable oils have been found to be possible sub-
strates in the production of PHAs (Alias and Tan 2005,
Kahar et al. 2004,). Waste streams from oil mills or used
oils, which are even cheaper than purified oils can be
used too (Ferndndez et al. 2005,; Mumtaz et al. 2010).

The study described in this paper focussed on the use
of waste frying oil for the production of PHAs. Since
deep frying is popular, there is a potential to turn this
waste resource into a useful biomaterial. It was chosen
to use rapeseed oils, since it is a common frying oil in
Europe. In other regions of the world the nature of fry-
ing oil can differ. Waste rapeseed oil has been used suc-
cessfully for the production of PHAs with valerate
monomers (Obruca et al. 2010). Waste frying oil has to
be filtered for the production of soap or biodiesel, but it
can be used in PHA-production without filtration.

© 2011 Verlinden et al; licensee Springer. This is an Open Access article distributed under the terms of the Creative Commons
Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in
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Out of the many different bacterial cultures that can
produce PHAs (Lee 1996), Cupriavidus necator has
been most extensively studied (Volova and Kalacheva
2005,; Yan et al. 2005). At present, bacterial fermenta-
tion of Cupriavidus necator is used widely in industrial
processes towards PHAs (Khanna and Srivastava 2005a).
Wild-type C. necator is known as a poor oil utiliser, but
studies into novel plant oil media can increase this yield
(Budde et al. 2011).

In this study the production of PHAs with Cupriavi-
dus necator from waste and heated frying oil was stu-
died in two bacterial growth media and compared to the
production of these biopolymers from pure vegetable oil.

Materials and methods

Chemicals

K,HPO, and KH,PO, were obtained from Fisher Che-
micals Ltd., Loughborough, UK. Chloroform (HPLC
grade), n-hexane and methanol were obtained from
Rathburn Chemicals Ltd., Walkerburn, UK. Sulphuric
acid was purchased from Scientific & Chemical Supplies
Ltd., Bilston, UK. Methyl benzoate, KNOs, (NH4),SOy,
MgS0,4.7H,0, NaCl, CuSO4.5H,0, MnSO,4.5H,0,
7ZnS0,4.5H,0, CaCl,, FeSO, and (NH,)¢Mo0,0,4.4H,0
were purchased from BDH Chemicals Ltd., Poole, UK.

Vegetable oils

Pure vegetable oil, from rapeseed, was obtained from a
local supermarket. Waste frying oil was provided by a
food establishment, which deep-fries chips and chicken.
Heated oil was obtained by heating pure vegetable oil in
an open container at 180°C for 1 week. 180°C is a com-
mon frying temperature (Costa et al. 2001). All oils were
sterilised separately in a steam autoclave and added
directly to fermentations. Since the oils were either
refined or subjected to prolonged heating, only few
spores were present in the oils. Speadplating of 1 ml of
oil on TSA showed no colonies after incubation at 30°C
for 24 hours.

Growth media

Tryptone Soya Broth (TSB) contains distilled water, 17
g/l Tryptone, 3 g/l Soy Peptone, 5 gl/l NaCl, 2.5 g/l
K,HPO, and 2.5 g/l D-glucose.

Tryptone Soya Agar (TSA) contains distilled water, 15
g/l Tryptone, 5 g/l Soy Peptone, 5 g/l NaCl and 12 g/l
Agar No. 2.

Basal Salts Medium (BSM) contains distilled water, 1
g/l KoHPOy, 1 g/1 KHyPOy, 1 g/l KNO3, 1 g/l (NHy)
2SOy, 0.1 g/l MgSO,.7H,0, 0.1 g/l NaCl, 10 ml/l Trace
elements solution. Trace element solution has: 2 mg/]
CaCl,, 2 mg/l CuSO4.5H,0, 2 mg/l MnSO,4.5H,0, 2
mg/l ZnSO,4.5H,0, 2 mg/l FeSO,4, 2 mg/l (NH,)
«Mo0,04,.4H,0.
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Basal Salts Agar (BSA) contains all ingredients of BSM
and additionally 15 g/l Agar No. 2.
Nitrogen Concentration in Media
It has been reported that the nitrogen concentration in
bacteriological media highly influences the production
of intracellular PHAs (Khanna and Srivastava 2005b).
From EDX (Energy Dispersive X-Ray) experiments it
was found that TSB contains around 4.4 g/1 of nitrogen.
Most of this is probably available from short amino
acids. From the chemical formulas of its constituents it
was calculated that BSM contained approximately 0.35
g/l of nitrogen. The main nitrogen sources in BSM are
nitrate and ammonium.

Culture conditions

Cupriavidus necator H16 (NCIMB 10442, ATCC 17699)
was obtained from NCIMB, Aberdeen, United Kingdom,
and subcultured on Tryptone Soya Agar (TSA).

25 ml of Tryptone Soya Broth (TSB) was inoculated
from a single colony and incubated for approximately 24
hours at 30°C. Cultures were checked for purity by Gram
staining and observed under a microscope at 1000 x.

Batch fermentations were performed in Erlenmeyer
flasks of 500 ml. The flasks were filled with 250 ml of
medium, including the 25 ml TSB inoculum, resulting
in an inoculation ratio of 10% (v/v). The initial viable
cell number was 2.10°-1.10° cfu/ml. Either a quantity of
pure vegetable oil, heated vegetable oil or waste frying
oil was added to the fermentation medium. The initial
oil concentrations were 20 g/l. After addition of the oil,
but before inoculation, the sterile medium was sonicated
for 10 minutes to achieve a homogenised mixture.

All flasks were incubated in a rotary incubator (150
rpm) at 30°C and fermentations were stopped after cer-
tain times. All experiments were done in triplicate. The
fermentation broth was centrifuged at 2500 x g for 10
minutes. The bacterial pellet was lyophilised and the
supernatant kept for analysis.

Viable Cell Count and Total Cell Dry Weight

After ten-fold serial dilutions the number of viable cells
was assessed by spread plating of 100 pl on TSA plates.
To determine the total cell dry weight, a known volume
of the fermentation broth was centrifuged at 2500 x g
for 10 minutes and the supernatant was separated off.
The bacterial pellet was lyophilised for 24 hours and
weighed.

Determination of PHB content by Gas Chromatography
The amount of PHB in the bacterial biomass was deter-
mined using the method developed by Braunegg et al
(1978),. Additions made to the original method by Jan
et al. (1994), and Yunji Xu (Koutinas et al. 2007) were
implemented.
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Freeze-dried biomass was grinded to a powder and
put into a gas-tight screw-capped tube. 2 ml acidified
methanol (3% v/v sulphuric acid, 2.5 g/l methyl-benzo-
ate) and 2 ml chloroform were added. The methyl-
benzoate was used as an internal standard to improve
accuracy. The tube was closed and kept at 90-100°C for
3 hours. After rapid cooling, 4 ml of distilled water was
added to achieve a good phase separation. The sample
was vortexed for 10 seconds and the chloroform-phase
was then filtered through a PTFE-filter and 1 pl was
injected into a gas chromatograph (GC). The used GC
was fabricated by the Thermo Finnigan Corporation,
Milan, Italy. It had a Restek capillary column (Rtx-5MS)
30 m x 0.25 mm x 0.25 um. Gas flow: 1.5 ml/ min. Car-
rier gas: He and make-up gas: N,. Column temperature
range: 100-160°C. Temperature gradient: 15°C/ min.
Inlet temperature: 250°C. Split ratio: 40. Detector tem-
perature: 300°C. Detector type: flame ionisation.

A calibration curve was constructed using pure PHB
from solvent extraction. The PHB content is determined
from the peak-areas of the methyl-3-hydroxybutyrate
and the internal standard.

Solvent extraction

Up to 5 grams of lyophilised biomass was transferred
into an extraction thimble. In a soxhlet extractor the
PHAs ware extracted with approximately 250 ml of
chloroform during 3 hours.

The hot solution of polymer was concentrated by eva-
poration. Subsequently the solution was precipitated in
n-hexane (1:4, v:v) with a dropping pipette for purifica-
tion. The polymer precipitated as a white substance.

Fatty acid analysis

1 mg of pure oil and 1 mg of waste oil were added to
separate clean glass tubes. 1 ml of saponification reagent
was added, consisting of a 150 g/l NaOH-solution in
methanol/distilled water 1:1 (v:v). The tubes were closed
with a PTFE-lined cap and mixed on a vortex shaker for
10 seconds. The tubes were then placed in a water bath
at 100°C for 30 minutes.

After cooling, 2 ml of methylation agent was added.
The methylation agent was a 13:11 (v:v) mixture of 6.00
N hydrochloric acid and methanol. The tubes were vor-
texed and kept at 80°C for 10 minutes.

Again the tubes were cooled to room temperature and
1.25 ml of extraction solvent (a solvent with even
volumes of hexane and methyl tert-butyl ether) was
added. For 10 minutes the tubes were then mixed
slowly, end-over-end, to achieve a good mass transfer to
the solvent. The organic (top) phase was washed with a
sodium hydroxyl solution and injected in a gas choma-
tograph (GC). The used GC had a 25 m x 0.2 mm capil-
lary column and a temperature trajectory of 170-270°C
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was used at a rate of 5°C/min. Gas flow: 1.5 ml/ min.
Carrier gas: He and make-up gas: N,. Detector type:
flame ionisation. Fatty acids were identified with the
Sherlock identification system.

Nuclear Magnetic Resonance (NMR)

Samples were dissolved in deuterated chloroform
(CDCl;) and "H NMR spectra were recorded on a Bru-
ker AV-400 NMR spectrometer at 400 MHz.

Size Exclusion Chromatography (SEC)

Size exclusion chromatography (SEC) was used to assess
the molecular weight distribution of polymers in solu-
tion based on a standard curve (Wong et al. 2004). The
SEC system consists of a Polymers Labs (UK) pump
connected to a PLgel, 10 pm, MIXED column. Chloro-
form (HPLC grade) was used as the eluent at 1 ml/min.
Before use the column was calibrated with polystyrene
standards of molecular weights between 580 and
3,000,000 Da.

PHB concentration and statistical analysis

In one-stage batch fermentations bacterial cells grow in
cell number and mass and simultaneously accumulate
intracellular polymer. The PHB concentration, which is
found by multiplying the total cell dry weight (g/1) by
the PHB content (wt%), is the quantity that gives an
indication when the broth contains an optimal amount
of PHB. Fermentation data were fitted with second-
order polynomial functions. Two-way ANOVA was used
to compare data sets in GraphPad Prism. The highest
PHB data points were compared to the next lower ones
with a Student t-test.

Results

Fermentations

The results from small-scale fermentations with 20 g/l
oils in Tryptone Soya Broth (TSB) are shown in Figure
1. As seen in Figure la, the initial viable cell number
was similar for pure, heated and waste oil (about 4.10”
cfu/ml). After 72 hours the viable cell count for the
waste-oil fermentation had risen to 3.10'°, while the
other two fermentations only had 1.10° cfu/ml of viable
cells. While there were more viable cells in the fermen-
tations with waste oil, the total cell dry weight for
heated oil and pure oil were found to be similar (Figure
1b). The PHB-content for all three fermentations have
and optimum around 48 hours. PHB levels are decreas-
ing after this time, due to utilisation of PHB as a carbon
source in the metabolism (Figure 1c). The resulting
curves for the PHB concentrations in fermentations
with oils are found to be distinctly different (Figure 1d).
While the most PHB is produced in a fermentation with
waste oil (1.2 g/l was achieved after 72 hours), only 0.62
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Figure 1 Viable cell count (a), total cell dry weight (b), PHB content (c) and PHB concentration (d) of fermentations with a starting
concentration of 20 g/l oils in TSB. Data points are arithmetic means of triplicates, while error bars denote the standard error of the mean.
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g/l was synthesised after 72 hours using pure vegetable
oil as a carbon source. A fermentation with heated oil
achieved a PHB concentration of 0.9 g/l after 48 hours,
while the concentration was 0.8 g/l after 72 hours. Ana-
lysing the data for the PHB concentration, ANOVA
shows that waste oil performs significantly better than
pure oil from 12 hours onwards (P < 0.01). While the
data points for heated oil all lie above those for pure oil,
there is only significant difference in the t-test at 48
hours (Figure 1d).

The results from fermentations of Cupriavidus necator
with 20 g/l oils in Basal Salts Medium (BSM) are shown
in Figure 2. It can be seen that the initial viable cell
number (Figure 2a) of all fermentations were around
5.107, which increased to around 4.10° in 72 hours. The
total cell dry weight of a heated-oil fermentation in
BSM was substantially higher at 48 and 72 hours than
pure and waste oils (3.7 g/l compared to 2 g/l in Figure
2b).

The PHB-content curve of heated oil was similar to
the curve of pure oil (Figure 2c), while the waste-oil
curve was higher for all fermentation times. Looking at
the PHB concentration of heated oil and waste oil, they
were both above pure oil (Figure 2d). From ANOVA it

was concluded that waste and heated oil yield a better
PHB concentration than pure oil for times longer than
or equal to 24 hours (P < 0.05). In the medium with
waste oil the PHB concentration decreased from 0.95 to
0.65 g/1 after 48 hours, while the heated-oil curve con-
tinued to rise to about 1.0 g/l. The PHB concentration
achieved with pure oil was 0.55 g/l after 48 hours and
0.42 g/l after 72 hours.

Fermentations of Cupriavidus necator with waste fry-
ing oil obtained a significantly higher PHB concentra-
tion than with pure vegetable oil. While a maximum
concentration of 1.2 g/l can be achieved with waste oil,
only 0.62 g/l was synthesised using pure oil as a carbon
source. The production of PHB was found to be better
with waste oil in two growth media, which had different
amounts of available nitrogen.

The improved performance of waste oil compared to
pure oil could be ascribed to the prolonged heating of
waste oil. Rapeseed oil that had been heated for around
1 week was also used in fermentations. The maximum
PHB concentration with heated vegetable oil was 0.98 g/
l in a fermentation using 20 g/l of the oil. Heated oil
gave better results for PHB concentration than pure oil,
although the improvement was less than from waste oil.
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Figure 2 Viable cell count (a), total cell dry weight (b), PHB content (c) and PHB concentration (d) of fermentations with a starting
concentration of 20 g/l oils in BSM. Data points are arithmetic means of triplicates, while error bars denote the standard error of the mean.

J

Heating seemed to be a major factor in the improve-
ment of PHB production from vegetable oils.

Fatty acid analysis of vegetable oils

The results of fatty acid analysis are shown in Figure 3.
When comparing pure oil to heated oil, it can be seen
that the amount of 16:0 fatty acids increased, while the
amount of 18:2 decreased. The fraction of 18:1 ®9 ¢
remained at approximately the same level, while after 2
weeks of heating a significant amount of 18:1 ®12 t/®7
¢ could be observed. Thus, heating the oil changed the
composition and reduced the total amount of unsatura-
tions in the oil.

Figure 3 also shows that there are differences between
the waste oil (black bars) the heated oils. Compositional
differences can be due to the interaction with food and
moisture with the waste frying oil, which would not
occur in heated oil. The amount of 16:0 fatty acids pre-
sent in waste oil is an indicator that it was heated for
about 2 weeks.

Polymer analysis
PHB from glucose and oils was analysed by SEC and
found to have molecular weights (Mn) between 2.10°

and 2.10° with an average polydispersity of around 3.5.
The NMR spectra of the polymer from waste frying oil
(Figure 4), pure vegetable oil and glucose indicated the
sole presence of pure polyhydroxybutyrate (PHB) in all
three cases.

Discussion

Fermentation productivity

The maximum production of PHB from waste frying
oil (1.2 g/l) was achieved after 72 hours of fermenta-
tion in TSB. The PHB production results in this study
were low in comparison to fermentations with Cupria-
vidus necator using various oils, performed by del
Rocio et al. (2007),. They achieved PHA concentra-
tions between 3 to 6 g/l in 25 hours and used the
medium and conditions as described by Yu et al.
(2002). The medium contains both salts and extracted
nutrient components, which may cause the higher
production.

Nitrogen content of media

The amount of available nitrogen in the media has a
great influence on cell growth and PHB accumulation.
More nitrogen has been shown to increase the growth
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and PHB production of Cupriavidus necator (Wang and
Yu 2001,; Wang et al. 2007). For all three substrates in
this study the bacteria achieve higher dry cell mass and
thus a higher concentration of PHB in TSB (high nitro-
gen) than in BSM (low nitrogen). In heated or waste oil
there may be more nitrogen present than in the
untreated pure oil, since thermal degradation products
can contain readily available nitrogen.

The composition of vegetable oils

Since fermentations produce more PHB when waste fry-
ing oil is used (compared to pure vegetable oil) the
compositional changes during the frying process play an
important role in the bacterial conversion to PHB. 98-
99% of the components of pure oils are fatty acids
(Tabee 2008,). During frying complex components are
formed in the oil and residue of food products are
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added to the oil. It is known that many chemical pro-
cesses occur during the prolonged heating of vegetable
oils under influence or air and moisture. The dominant
process during heat treatment of oils is oxidation of
fatty acids under influence of oxygen (Boskou and
Elmadfa 1999).

To find out more about compositional changes of oils,
fatty acid analysis was performed. The composition of
fatty acids with a carbon length between 12 and 20 were
detected with the Sherlock identification method. How-
ever, it is also known that heating causes products to be
formed which can not be detected by the used Sherlock
identification method. Examples are: peroxides, com-
pounds with relatively short carbon chain length and
polar compounds (Choe and Min 2007).

The results from the fatty acid analysis are indicating
that saturated fatty acids lead to build-up of more
energy-rich PHB in bacteria than with unsaturated fatty
acids. Traditionally the PHB synthesis mechanism has
been described as a de novo route in which fatty acids
are transformed into acetyl-CoA by B-oxidation cycles
(Rehm et al. 1998). It is possible that saturated fatty
acids are more easily converted to acetyl-CoA than
unsaturated fatty acids. However, in pure oil, heated oil
and waste oil, there is an excess quantity of unsaturated
fatty acids present. Benefits for the PHB production are
likely to be found in the growth of the bacterial organ-
isms instead of the PHB metabolism.

A full content analysis of pure oil, heated oil and fry-
ing oil should to be done to assess the components in
the oils that improve growth and PHB accumulation.
Compounds of interest in waste oils are foreign food
residues, readily available nitrogen compounds, perox-
ides and short-chain compound formed during heating.

From fatty acid analysis it was shown that the amount
of unsaturations in oils is reduced during heating and
frying. Since the fatty acid composition of waste oil
shows that there are still many unsaturated fatty acids
present, the fatty acids composition may not be the only
factor contributing to increased performance. Residual
carbohydrates, proteins and fats from foods, available
nitrogen compounds, peroxides and heat-degradation
products could also be metabolised and may have con-
tributed to increased PHB production.

High quality PHB from a waste material

It has been proven that when Cupriavidus necator
grows on a feed of alternative substrates, such as vale-
rate, octanoate or oils (Volova and Kalacheva 2005)
copolymers were formed. However, when grown on oils
the biopolymer produced was found to be chemically
pure PHB from pure oil, heated oil and waste oil. The
molecular weights of polymers from waste frying were
similar to those from other oils and glucose. Thus
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producing PHB from waste frying oil does not impact
on the molecular properties of the final polymer.

For the PHA production with Cupriavidus necator
waste rapeseed oil is a good option. While Obruca et al.
(2010) prove efficient production of co-polymers from
waste oil, this study compared waste oil to pure oil and
also to glucose. The PHB concentration achieved from
waste oil was in TSB (1.2 g/I) was similar to a fermenta-
tion with 20 g/l glucose in TSB (unpublished data).
When replacing purified glucose as a carbon source,
waste oils yield a similar amount of PHB.

As a practical application it can become economical to
use waste frying oils from the food industry for PHB
production. While waste frying oil is abundant, the main
hurdle is putting collection systems in place to obtain
this waste resource. Other uses for waste frying oil, such
as biodiesel production stimulate collection but also
increase prices. In PHB production waste frying oil can
be used without filtration, while for biodiesel production
it needs to be filtered.

Using waste frying oil to produce PHB can be both
cost-effective and environmentally beneficial.

Acknowledgements
We would like to thank our colleagues at the University of Silesia (Katowice,
Poland) for performing fatty acid analysis.

Author details

1University of Wolverhampton, School of Applied Sciences, Wulfruna Street,
WV1 1SB, Wolverhampton, UK “University of Silesia, Department of
Microbiology, Jagiellonska 28, 40-032 Katowice, Poland

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

Received: 27 May 2011 Accepted: 10 June 2011 Published: 10 June 2011

References

Alias Z, Tan IKP (2005) Isolation of palm oil-utilising, polyhydroxyalkanoate (PHA)-
producing bacteria by an enrichment technique. Bioresour Technol
96:1229-1234. doi:10.1016/j.biortech.2004.10.012.

D and Elmadfa | (1999) Frying of Food: Oxidation, Nutrient and Non-Nutrient
Antioxidants, Biologically Active Compounds and High Temperatures. CRC
Press, New York

Braunegg G, Sonnleitner B, Lafferty RM (1978) A rapid gas chromatographic
method for the determination of poly-beta-hydroxybutyric acid in microbial
biomass. Appl Microbiol Biotechnol 6:29-37. doi:10.1007/BF00500854.

Budde CF, Riedel SL, Hibner F, Risch S, Popovié¢ MK, Rha CK, Sinskey AJ (2011)
Growth and polyhydroxybutyrate production by Ralstonia eutropha in
emulsified plant oil medium. Appl Microbiol Biotechnol 89:1611-9.
doi:10.1007/500253-011-3102-0.

Castilho LR, Mitchell DA, Freire DMG (2009) Production of polyhydroxyalkanoates
(PHAs) from waste materials and by-products by submerged and solid-state
fermentation. Bioresour Technol 100:5996-6009. doi:10.1016/j.
biortech.2009.03.088.

Choe E, Min DB (2007) Chemistry of Deep-Fat Frying Oils. J Food Sci 72:R77-R86.
doi:10.1111/j.1750-3841.2007.00352 .

Costa RM, Oliveira FAR, Boutcheva G (2001) Structural changes and shrinkage of
potato during frying. Int J Food Sci Technol 36:11-23. doi:10.1046/}.1365-
2621.2001.00413.x.

Fernandez D, Rodriguéz E, Bassas M, Vifias M, Solanas AM, Llorens J,

Marqués AM, Manresa A (2005) Agro-industrial oily wastes as substrates for
PHA production by the new strain Pseudomonas aeruginosa NCIB 40045:


http://www.ncbi.nlm.nih.gov/pubmed/15734309?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15734309?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21279345?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21279345?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19581084?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19581084?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19581084?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17995742?dopt=Abstract

Verlinden et al. AMB Express 2011, 1:11
http://www.amb-express.com/content/1/1/11

Effect of culture conditions. Biochem Eng J 26:159-167. doi:10.1016/j.
bej.2005.04.022.

Jan S, Roblot C, Goethals G, Courtois J, Courtois B, Saucedo JEN, Seguin J-P,
Barbotin J-N (1994) Study of Parameters Affecting Poly(3-Hydroxybutyrate)
Quantification by Gas Chromatography. Anal Biochem 225:258-263

Kahar P, Tsuge T, Taguchi K, Doi Y (2004) High yield production of
polyhydroxyalkanoates from soybean oil by Ralstonia eutropha and its
recombinant strain. Polym Degrad Stab 83:79-86. doi:10.1016/50141-3910(03)
00227-1.

Khanna S, Srivastava AK (2005) Recent advances in microbial
polyhydroxyalkanoates. Process Biochem 40:607-619. doi:10.1016/j.
prochio.2004.01.053.

Khanna S, Srivastava AK (2005) Statistical media optimization studies for growth
and PHB production by Ralstonia eutropha. Process Biochem 40:2173-2182.
doi:10.1016/j.procbio.2004.08.011.

Koutinas AA, Wang R, Webb C (2007) Polyhydroxybutyrate production from a
novel feedstock derived from a wheat-based biorefinery. Enzym Microbial
Technol 40:1035-1044. doi:10.1016/j.enzmictec.2006.08.002.

Lee SY (1996) Bacterial polyhydroxyalkanoates. Biotechnol Bioeng 49:1-14.
doi:10.1002/(SICI)1097-0290(19960105)49:13.3.CO;2-1.

Lemos PC, Serafim LS, Reis MAM (2006) Synthesis of polyhydroxyalkanoates from
different short-chain fatty acids by mixed cultures submitted to aerobic
dynamic feeding. J Biotechnol 122:226-238. doi:10.1016/jjbiotec.2005.09.006.

Mumtaz T, Yahaya NA, Abd-Aziz S, Rahman NA, Yee PL, Shirai Y, Hassan MA
(2010) J Cleaner Prod 18:1393-1402. doi:10.1016/jjclepro.2010.05.016.

Obruca S, Marova |, Snajdar O, Svoboda Z (2010) Production of poly(3-
hydroxybutyrate-co-3-hydroxyvalerate) by Cupriavidus necator from waste
rapeseed oil using propanol as a precursor of 3-hydroxyvalerate. Biotechnol
Lett 32:1925-1932. doi:10.1007/510529-010-0376-8.

Philip S, Keshavarz T, Roy | (2007) Polyhydroxyalkanoates: biodegradable
polymers with a range of applications. J Chem Technol Biotechnol
82:233-247. doi:10.1002/jctb.1667.

Rehm BHA, Kruger N, Steinblchel A (1998) A New Metabolic Link between Fatty
Acid de Novo Synthesis and Polyhydroxyalkanoic Acid Synthesis. J Biol Chem
273:24044-24051. doi:10.1074/jbc.273.37.24044.

del Rocio L-CM, Noel G-RJ, Fermin P-G (2007) Production of
polyhydroxyalcanoates by Wautersia eutropha using vegetable oils as carbon
source. J Biotechnol 131:5156. doi:10.1016/j jbiotec.2007.07.876.

Tabee E (2008) Lipid and Phytosterol Oxidation. Vegetable Oils and Fried Potato
Products. PhD thesis. 14. Swedish University of Agricultural Sciences, Uppsala

Volova TG, Kalacheva GS (2005) The synthesis of hydroxybutyrate and
hydroxyvalerate copolymers by the bacterium Ralstonia eutropha.
Microbiology 74:54-59. doi:10.1007/511021-005-0028-5.

Wang J, Yu J (2001) Kinetic analysis on formation of poly(3-hydroxybutyrate)
from acetic acid by Ralstonia eutropha under chemically defined conditions.
J Ind Microbiol Biotechnol 26:121-126. doi:10.1038/sjjim.7000097.

Wang YJ, Hua FL, Tsang YF, Chan SY, Sin SN, Chua H, Yu PHF, Ren NQ (2007)
Synthesis of PHAs from waster under various CN ratios. Bioresource Technol
98:1690-1693. doi:10.1016/j.biortech.2006.05.039.

Wong PAL, Cheung MK, Lo W-H, Chua H, Yu PHF (2004) Investigation of the
effects of the types of food waste utilized as carbon source on the molecular
weight distributions and thermal properties of polyhydroxy-butyrate
produced by two strains of microorganisms. e-Polymers 031:1-11

Yan Q, Sun Y, Ruan LF, Chen J, Yu PHF (2005) Biosynthesis of short-chain-length-
polyhydroxyalkanoates during the dual-nutrient-limited zone by Ralstonia
eutropha. World J Microbiol Biotechnol 21:17-21. doi:10.1007/s11274-004-
0877-5.

Yu J, Si'Y, Keung W, Wong R (2002) Kinetics modeling of inhibition and
utilization of mixed volatile fatty acids in the formation of
polyhydroxyalkanoates by Ralstonia eutropha. Process Biochem 37:731-738.
doi:10.1016/50032-9592(01)00264-3.

doi:10.1186/2191-0855-1-11
Cite this article as: Verlinden et al: Production of polyhydroxyalkanoates
from waste frying oil by Cupriavidus necator. AMB Express 2011 1:11.

Page 8 of 8

Submit your manuscript to a SpringerOpen®
journal and benefit from:

» Convenient online submission

» Rigorous peer review

» Immediate publication on acceptance

» Open access: articles freely available online
» High visibility within the field

» Retaining the copyright to your article

Submit your next manuscript at » springeropen.com



http://www.ncbi.nlm.nih.gov/pubmed/18623547?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16253370?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16253370?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16253370?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20814716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20814716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20814716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9727022?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9727022?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11420650?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11420650?dopt=Abstract
http://www.springeropen.com/
http://www.springeropen.com/

	Abstract
	Introduction
	Materials and methods
	Chemicals
	Vegetable oils
	Growth media
	Nitrogen Concentration in Media

	Culture conditions
	Viable Cell Count and Total Cell Dry Weight
	Determination of PHB content by Gas Chromatography
	Solvent extraction
	Fatty acid analysis
	Nuclear Magnetic Resonance (NMR)
	Size Exclusion Chromatography (SEC)
	PHB concentration and statistical analysis

	Results
	Fermentations
	Fatty acid analysis of vegetable oils
	Polymer analysis

	Discussion
	Fermentation productivity
	Nitrogen content of media
	The composition of vegetable oils
	High quality PHB from a waste material

	Acknowledgements
	Author details
	Competing interests
	References

