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Characteristic Assessment 
of Diesel-degrading Bacteria 
Immobilized on Natural Organic 
Carriers in Marine Environment: the 
Degradation Activity and Nutrient
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Oil spill has led to severe environmental and ecological problems. Due to the harsh environmental 
conditions, the bioremediation technology is not successfully used to remedy the oil spill in marine 
environment. In this study, immobilization technology was used to immobilize bacteria on natural 
organic carriers (i.e., wood chips and maize straw). The higher surface area of in wood chips leads to 
larger biomass density (0.0242 gVSS/g) than that of maize straw of 0.0097 gVSS/g carrier. Compared 
with biodegradation efficiency of free bacteria (44.79%), the immobilized bacteria on wood chips and 
maize straw reached to 73.39% and 52.28%, respectively. The high biological activity of the immobilized 
bacteria can be also explained by nutrients, such as TN (total nitrogen) and TP (total phosphorus), 
released from wood chips and maize straw, which was 8.83 mg/g and 5.53 mg/g, 0.0624 mg/g and 
0.0099 mg/g, respectively.

The discharge of oily wastewater or spill from exploitation and/or transportation inevitably threatens environ-
mental and ecological safety. Thus, many technologies have been developed to resolve this severe problem. At 
present, many types of hydrocarbon-degrading bacteria that can utilise different types of hydrocarbons as carbon 
and energy sources in metabolism exist in the marine environment1, 2. Thus, among the different remediation 
technologies (e.g. bioremediation, physical remediation and chemical remediation), bioremediation is proposed 
as an environmentally friendly and high-process-efficiency strategy for remedying the oil spill in a simulated 
marine environment. However, the harsh environmental conditions in the marine environment (e.g. wave and 
tidal movements) are unsuitable for the enrichment of hydrocarbon-degrading bacteria. In addition, except for 
carbon source, nutrients are necessary for hydrocarbon-degrading bacteria. Several researchers showed that the 
degradation of petroleum hydrocarbons is the highest when both sources are added (C/N/P = 150:6:1)3. In fact, 
the lack of nutrients (e.g. nitrogen and phosphorus) limits the physical activity of hydrocarbon-degrading bac-
teria in the marine environment4. Thus, bioremediation has not been successfully utilised in real oil-polluted 
seawater5, 6.

According to the previous literature7–10, immobilization is the optimal bioremediation technology because 
of its many advantages, such as high biomass density, enhanced microbial stability and easy separation from the 
reaction environment. Thus, immobilization technology has potential prospects for the biological treatment of 
various pollutants11. Most reports indicated that immobilization can be achieved in petroleum-contaminated soil 
bioremediation and other bioremediation fields12, 13. Several studies reported about implementing immobilization 
to degrade oil in the marine environment. Liu et al. applied immobilized (dominant CC-HCCH11) bacteria to 
treat petroleum hydrocarbon–diesel in baffled flask tests, with the highest degradation percentage of 78%6. Wang 
et al. reported that the immobilized bacteria exhibit good salinity tolerance, with a diesel oil removal efficiency 
exceeding 85%14. At present, considerable attention has been focused on developing immobilization carriers with 

1College of Chemical and Environmental Engineering, Shandong University of Science and Technology, Qingdao, 
Shandong, P.R. China. 2College of Mechanical and Electronic Engineering, Shandong University of Science and 
Technology, Qingdao, Shandong, P.R. China. Correspondence and requests for materials should be addressed to J.X. 
(email: ll-1382@163.com) or B.L. (email: liubing5195@163.com)

Received: 6 February 2017

Accepted: 19 July 2017

Published: xx xx xxxx

OPEN

mailto:ll-1382@163.com
mailto:liubing5195@163.com


www.nature.com/scientificreports/

2Scientific Reports | 7: 8635  | DOI:10.1038/s41598-017-08832-y

several specific properties, including strength, chemical and thermal stability, durability and surface properties. 
However, the lack of nutrients (e.g. nitrogen and phosphorus) limits the activity of immobilized bacteria in the 
treatment of oil pollution. Chen (2012) applied polyurethane–polyurea copolymer as an immobilization carrier 
and determined that the degradation efficiency is only 47.25% without providing sufficient nutrients15.

In the present study, different natural organic carriers were used to immobilize diesel-degrading bacteria and 
degrade diesel in seawater effectively. Simultaneously, the nutrients released from natural organic carriers during 
biodegradation were investigated, and the relationship between nutrient and bioactivity was analysed. This paper 
reports a new pathway of achieving high bioactivity and obtaining nutrients by using natural organic carriers; 
thus, a useful strategy to remedy oil-polluted seawater is provided.

Materials and Methods
Enrichment of diesel-degrading bacteria.  Seawater samples of isolated diesel-degrading bacteria were 
collected from Tang Island Bay, Qingdao, Shandong Province, China. Firstly, mineral salt medium (MSM) con-
taining 0.6 g/L Na2HPO4, 0.2 g/L KH2PO4, 4.0 g/L NaNO3, 1.0 g/L, yeast powder and trace element solution was 
prepared. The trace element solution consisted of 1 mL 1.11 g/L CaCl2, 1 mL 1.52 g/L FeSO4 and 2 mL 3.60 g/L 
MgSO4. Then, diesel-degrading bacteria were enriched by adding the 5 mL of seawater sample to a 100 mL 
Erlenmeyer flask with 100 mL of sterile MSM and 1 mL of diesel oil. The Erlenmeyer flask was placed in a shaker 
(310 K, 160 rpm) for 7 days. Afterward, a 10 mL aliquot of the incubated sample was extracted from the medium 
and then diverted to the fresh liquid mineral medium. Five subsequent enrichments were conducted to isolate 
diesel-degrading bacteria selectively. The adequate number of diesel-degrading bacteria was confirmed by the 
dilution plate method. In the experiment, the number of bacteria was approximately 8–9 × 108 CFU/mL.

Experimental design.  In this work, three experimental designs were applied to assess the superiority of nat-
ural organic carriers and to analyse the biodegradation mechanism in seawater. In consideration of their nutrients 
and surface properties, wood chips and maize straw were selected as natural organic carriers in this study.

Design I.  Biodegradation of bacteria immobilized on wood chip carriers
Impurities (e.g. some organic matter) could be adsorbed on wood chips. Firstly, the wood chips were broken 

into pieces (approximately 100–400 µm) and washed sequentially with ethanol and distilled water several times to 
prevent the impurities from affecting the growth and immobilization of the bacteria. The wood chips were dried 
at 378 K for 2 h. Secondly, 0.25 g of wood chips were placed in a 250 mL flask containing 100 mL of immobilized 
culture medium. The immobilized culture medium used in this study consisted of 10.0 g/L peptone, 4.0 g/L beef 
paste and 5.0 g/L NaCl. This medium is a widely used natural medium, in which beef paste is the source of carbon, 
phosphate and vitamins; peptone is the source of nitrogen and vitamins; and NaCl is the source of inorganic salt. 
Afterwards, the flask with the wood chips and medium was sterilised in an autoclave (394 K, 20 min). Thirdly, 
after cooling to ambient temperature, some hydrocarbon-degrading bacteria were inoculated. The flask with the 
wood chips and the bacteria was cultivated at 303 K and 160 rpm until a biofilm formed on the carrier. The wood 
chips were washed with saline solution by centrifugation at 4000 rpm for 10 min to remove microorganisms that 
were not immobilized on the chip. The microorganisms immobilized on the wood chips were harvested by cen-
trifugation at 8000 rpm for 10 min. The number of bacteria was approximately 8 × 108 CFU/mL in the experiment 
as determined using the dilution plate method. Fourthly, the carrier immobilizing diesel-degrading bacteria was 
washed and centrifuged twice with normal saline at 4000 rpm. Approximately 25 same samples were prepared 
using the previously mentioned steps.

Then, a certain number of bacteria were immobilized on the wood chips because of the vesicular structure of 
the wood chips. These diesel-degrading bacteria in the carriers were placed in 100 mL flasks containing 100 mL 
of sterilised seawater. Then, 1 mL of diesel was synchronously injected. Afterwards, these flasks were placed in a 
shaker at 310 K and 120 rpm, and the values of the indexes were analysed at different times. Simultaneously, the 
same amount of wood chips without inoculation was run, and the diesel loss of abiotic factors was observed. 
Finally, in sequence, a stack of five flasks was taken out from the incubator after 5, 7, 10, 15 and 20 days. The 
determined indexes were subtracted from the data of the abiotic control experiment to obtain the true values of 
the indexes further (including the degradation efficiency of diesel, enzyme activity, total nitrogen [TN] and total 
phosphorus [TP]).

Design II.  Biodegradation of bacteria immobilized on maize straw carriers
The biodegradation experiment of bacteria immobilized on maize carriers followed the previously mentioned 

steps.

Design III.  Biodegradation of free bacteria
The number of free bacteria was determined and compared with that of immobilized bacteria in this study 

(approximately 0.25 g/1 mL). In contrast to the biodegradation of bacteria immobilized on natural organic carri-
ers, free bacteria were directly injected into 100 mL flasks containing 100 mL of sterilised seawater. Then, 1 mL of 
diesel was synchronously injected. Afterwards, these flasks were placed in a shaker at 310 K and 120 rpm, and the 
values of the indexes were analysed at different times. Simultaneously, the same amount of wood chips without 
inoculation was run, and the diesel loss of abiotic factors was observed. Finally, in sequence, a stack of five flasks 
was taken out from the incubator after 5, 7, 10, 15 and 20 days. The indexes (including the degradation efficiency 
of diesel, enzyme activity, TN and TP) were determined. The measured data were subtracted from the data of the 
abiotic control experiment to obtain the true values of the indexes further.
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Analysis method.  Degradation efficiency of diesel.  Diesel was the main subject of this investigation, and the 
methods used to analyse diesel in the samples were as follows:

Firstly, the carriers taken out from flask were washed many times with 10 mL of n-hexane. Then, the washing 
liquid was poured into the flask again and shaken for 10 min. Afterwards, the liquid sample was poured into a 
separating funnel. Finally, the extraction liquid was obtained and diluted 100 times. The concentration of diesel 
was determined by measuring absorbency at 250 nm via ultraviolet spectrophotometry. The concentration of die-
sel was calculated on the basis of the absorbency values16. According to the equation, the degradation efficiency 
of diesel was calculated as follows:

=
−

×Y C C
C

100%
(1)

0 1

0

where Y is the degradation efficiency of diesel (%), C0 is the initial concentration of diesel (mL/L) and C1 is the 
final concentration of diesel (mL/L).

Biomass densities of the carriers.  Biomass density was estimated and/or measured as previously described17. 
The biomass density of the carrier samples was determined on the basis of the volatile suspended solids (VSS) 
per carrier. VSS is the organic matter content of the total suspended substance, and VSS per carrier is the VSS per 
gram carrier.

Specific surface area and pore size distribution.  Firstly, the carrier was dried in liquid nitrogen environment. 
Then, the surface properties (including specific surface area and median diameter of the adsorption pore) were 
measured with a surface aperture analyser ASAP2020M.

Determination of dehydrogenase activity.  The extracts were harvested by centrifugation at 8000 rpm for 10 min, 
washed twice and then re-suspended in 0.85% NaCl to obtain the suspension. Firstly, 2 mL of the supernatant was 
removed and then placed in a test tube. Afterwards, 2 mL Tris–HCl buffer solution, 2 mL 0.1 M glucose solution 
and 2 mL 0.5% TTC were sequentially added to the test tube and then incubated (310 ± 1 K, 5 h). Secondly, the 
test tube was removed and added with a small amount of concentrated sulphuric acid to stop the reaction. Thirdly, 
the test tube was added with 5 mL of ethyl acetate and then shaken for a few minutes. Finally, the organic solution 
of the upper layer was removed for determination. The dehydrogenase activity concentration was determined by 
ultraviolet spectrophotometry18.

Determination methods of nitrogen and phosphorus.  After pouring out the diesel in the flask, the residual liquid 
was pumped through vacuum extraction filtering, and the 0.22 µm filter membrane was adopted. Part of the 
extraction solution was selected, and the concentration of TN was determined. Firstly, some of the extracts were 
placed in a 25 mL colorimetric tube. Secondly, 5 mL of alkaline potassium (40.0 g of potassium persulphate, 15.0 g 
of NaOH and 1000 mL of H2O) was added to the colorimetric tube, which was placed in the autoclave (394 K, 
30 min). Thirdly, 1 mL of 1.2 M hydrochloric acid solution was added to the colorimetric tube and then diluted. 
Fourthly, the concentration of TN was determined by measuring the absorbency value at 220 and 275 nm via UV 
spectrophotometry. Finally, the concentration of TN was calculated on the basis of the absorbency value.

Part of the extraction solution was selected, and the concentration of TP was determined. Firstly, some of 
the extracts were placed in a 50 mL colorimetric tube. Secondly, 4 mL of 50 g/L potassium persulphate solution 
was added to the colorimetric tube, which was placed in the autoclave (394 K, 30 min). Thirdly, 1 mL of 100 g/L 
ascorbic acid solution and 2 mL of ammonium molybdate solution (13.0 g of ammonium molybdate, 0.35 g of 
antimony potassium tartrate, 200 mL of H2O and 300 mL of 9.2 M sulphuric acid) were added to the colorimetric 
tube. Fourthly, the colorimetric tube was cooled to room temperature for 15 min. The concentration of phos-
phorus was determined by measuring the absorbency value at 700 nm through the spectrophotometric method. 
Finally, the concentration of TP was calculated on the basis of the absorbency value.

Result
Surface properties of the carriers and immobilization of bacteria.  The surface properties of the 
wood chips and maize straw showed that these carriers were suitable for immobilizing bacteria (Table 1, Figs 1 
and 2). The surface properties of these carriers (e.g. specific surface area and median diameter of the adsorption 
pore) and the amount of biomass present in the carriers were estimated, as shown in Table 1. As shown in Table 1, 
the wood chips and maize straw contributed to favourable adsorption properties. The biomass densities of the 
wood chips and maize straw were 0.0242 and 0.0097 g VSS/g carrier, respectively. In addition, the specific surface 
area of the wood chips was greater than that of the maize straw and the median diameter of the adsorption pore of 
the wood chips was larger than that of the maize straw. The surface properties contributed favourably to achieve 

Carrier

Surface properties of the carriers

Biomass density 
(gVSS/gcarrier)

medium 
diameter/μm

specific surface area 
(m2/g)

medium diameter 
of adsorption pore 
(nm)

Wood chips 10–40 0.4625 ± 0.0327 8.16 0.0242 ± 0.00127

maize straw 10–40 0.4164 ± 0.0219 7.89 0.0097 ± 0.0007

Table 1.  Surface properties of the carriers and Biomass densities.
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a high biomass density. According to the biomass density of the wood chips and maize straw, wood chips are 
effective as immobilization carriers.

In addition, the median diameter of the adsorption pore was only 7.89–8.16 nm, which showed that the bac-
teria were initially absorbed on the surface, gradually bred and then formed a biofilm. Finally, the SEM images 
showed that the biofilm was immobilized on the carrier (Fig. 2). Immobilised bacteria can be adsorbed on the 
carrier. As shown in Fig. 2, the bacteria grew in lumps. The morphology of the microorganisms was homogene-
ous, and their surface was smooth. The activity of the microorganisms was unaffected.

Biodegradation of total petroleum hydrocarbon–diesel by immobilized and free bacteria.  The 
diesel biodegradation patterns in different remediation methods showed evident differences, as shown in Fig. 3. 
Different degradation efficiencies of different remediation methods can also be calculated, as shown in Table 2.

As shown in Fig. 3, the degradation efficiency of diesel followed the order: immobilized bacteria by wood 
chips (73.39%), immobilized bacteria by maize straw (52.28%) and free bacteria (44.79%). The immobilized bac-
teria in the wood chips achieved the highest degradation efficiency of diesel (i.e. 73.39%). Obviously, the effect of 
immobilized bacteria was superior to that of free bacteria. Huang et al. reported similar results19. The immobi-
lized bacteria in the wood chips performed better than those in the maize straw. In consideration of the surface 
properties of the carriers and the biomass densities shown in Table 1, a high biomass density contributes to the 
biodegradation of diesel.

In addition, the degradation in seawater has been divided into a two-stage degradation pattern. As shown in 
Table 2, the kinetic rates (k) were different. The kinetic rates (k) were approximated by differentiation of [diesel 
concentration]/[diesel concentration]initial at each time slot. The k of the first stage pattern (0.02848/day–0.0461/
day) in each bioremediation method was higher than that of the second stage pattern (0.00138/day–0.00278/day), 
which indicated that most of the biodegradable or bioavailable compounds were usually rapidly biodegraded dur-
ing the first stage20, 21. In brief, the degradation efficiency of diesel was enhanced by immobilization. By contrast, 

Figure 1.  Photographs of different carriers. (a) Wood chips; (b) Maize straw.

Figure 2.  SEM photographs of different carriers. (a) Wood chips; (b) Maize straw.
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the high k of biodegradation indicated that the bioremediation method of immobilized bacteria in the wood chips 
was better than the free bacteria method.

In addition, the degradation efficiency constant k’s increased slowly in the two-stage pattern, with values of 
0.00278/day, 0.00295/day and 0.00138/day. When most of the hydrocarbons were removed in the first stage pro-
cess, biodegradation occurred slowly.

Dehydrogenase analysis.  Dehydrogenase is an endoenzyme that plays an important role in biodegradation22.  
Generally, organic compounds are dehydrogenated by different types of dehydrogenase. In dehydrogenation, 
dehydrogenase serves as a catalyst for delivering hydrogen. Thus, dehydrogenase is an important index in the 
redox system of bacteria.

As shown in Fig. 4, the concentration of dehydrogenase in immobilization was more than that in the free bac-
teria system. For example, the concentration of dehydrogenase in the immobilized bacteria ranged from 16.3 mg/
(L·6 h) to 41.5 mg/(L·6 h) in the wood chip method but only ranged from 6.15 mg/(L·6 h) to 18.83 mg/(L·6 h) in the 
free bacteria method. The results showed that the biological activity was higher in immobilization, which could 
also explain the different degradation efficiencies in the three remediation methods.

In addition, the same change rule was observed in the different remediation methods: dehydrogenase initially 
increased and then decreased. Taking the immobilized bacteria in the wood chips as an example, the concentra-
tion of dehydrogenase initially increased to 37.17 mg/(L·6 h) and then decreased to 34.55 mg/(L·6 h). Although 
the change rule was the same in immobilization, the concentration of dehydrogenase reached the highest point at 
10 days in the wood chips and at 5 days in the maize straw.

Test for nutrients supplied by carriers.  Except for biomass density, nutrient is another important factor 
used to achieve bioremediation23. Lack of nutrients limits the metabolism and affects the activities of bacteria. 
This study further analysed the importance of nutrients in the immobilization experiments.

Firstly, the nutrients released from the carriers (e.g. nitrogen and phosphorus) are presented in Figs 5 and 6.  
On the basis of the concentrations of TN and TP (Fig. 5), the TN amounts released from the wood chips and 
maize straw were calculated to be 8.83 and 5.53 mg/g, respectively. Simultaneously, the TP amounts released 
from the wood chips and maize straw were only 0.0624 and 0.0099 mg/g, respectively. Thus, these carriers could 
supply some nutrients for diesel-degrading bacteria. However, these nutrients could be under the optimal growth 
condition (nitrogen/phosphorus = 16:1)15.

In the biodegradation experiment, we also monitored the concentrations of TN and TP (Figs 7 and 8). In the 
initial days of the experiment, the concentrations of TN and TP increased from 5.1 mg/L to 9.5 mg/L and from 
0.052 mg/L to 0.057 mg/L, respectively. This finding indicated that nitrogen and phosphorus were sufficient. After 
day 10 or 15, the concentration of TN decreased and showed a tendency toward stabilisation. However, in the 

Figure 3.  Degradation efficiency of diesel vs remediation time during by different bioremediation method. 
Design I: immobilized bacteria by wood chips; Design II: immobilized bacteria by maize straw; Design III: Free 
bacteria.

immobilized bacteria by wood chips immobilized bacteria by maize straw Free bacteria

1st stage degradation process 0–15d 0–10d 0–15d

k/d 0.0461 0.0304 0.02848

2ed stage degradation process 15–20d 10–20d 15–20d

k/d 0.00278 0.00295 0.00138

Table 2.  Degradation efficiency percentage (%) and k.
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Figure 4.  The concentration of dehydrogenase.

Figure 5.  TN released from different carriers.

Figure 6.  TP released from different carriers.
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final days of the experiment, the concentration of TN was 0.8 times of the highest concentration. By contrast, the 
concentration of TP was only 0.3–0.4 times of the highest concentration. Considering that the optimal growth 
condition was nitrogen/phosphorus = 16:1, the concentrations of TN and TP in the end days were low. Therefore, 
nutrients (particularly phosphorus) should be sufficient to alleviate nutrient limitation during the immobilization 
and/or bioremediation of oil-polluted seawater and thus enhance biodegradation in future experiments.

Discussion
Although physical remediation could remove most heavy compounds, the dissolved and suspended hydrocar-
bons could not be feasibly or efficiently removed from seawater. Bioremediation is an efficient and environmen-
tally friendly remediation technology. However, the marine environment has a certain particularity that limits 
the bioremediation in oil spill. Firstly, the biomass density in unit space is relatively low that the activity and effect 
of biodegradation are affected by the influence of hydrologic conditions (e.g. winds and currents) and the quality 
of seawater (e.g. salinity). Secondly, nutrient is an important limiting factor, which is usually low in seawater. 
Immobilization was introduced and intensively investigated as an alternative approach that could enhance the 
biomass density and supply nutrients during biodegradation. The biomass densities of the wood chips and maize 
straw were 0.0242 and 0.0097 g VSS/g carrier, respectively. The amounts of TN released from the wood chips and 
maize straw were 8.83 and 5.53 mg/g, respectively. Simultaneously, the amounts of TP released from the wood 
chips and maize straw were only 0.0624 and 0.0099 mg/g, respectively. Thus, the diesel-degrading bacteria immo-
bilized on the natural organic carriers were investigated. The results indicated that the degradation efficiency 
of diesel by immobilization was apparently higher than that by free bacteria. This result can be ascribed to two 
reasons:

Firstly, the suitable distributions of porosity in natural organic carriers are beneficial to adsorb bacteria. The 
biofilm formed on the carrier surface could enhance biomass density. In addition, diesel could be dispersed and 
adsorbed on the surface of the carriers because of their small diameter and high specific surface area. Many 

Figure 7.  The concentration of TN.

Figure 8.  The concentration of TP.
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face-to-face opportunities between bacteria and diesel are provided in unit space. Notably, biomass density and 
biodegradation efficiency vary with the different surface properties of different carriers (e.g. specific surface area 
and median diameter of the adsorption pore). Several researchers reported that surface properties influence bio-
degradation efficiency24. Therefore, the effect of surface properties should be intensively investigated.

Secondly, nutrient released from natural organic carriers improves diesel-degrading bacterial activity. Natural 
organic carriers, such as wood chips and maize straw, are excellent sources of proteins and fibrin. In contrast to 
inorganic carriers, several nutrients that could be utilised by diesel-degrading bacteria are released from these 
natural organic carriers. Thus, the dehydrogenase activity and biodegradation efficiency are high in immobiliza-
tion. In the present study, the degradation efficiencies of diesel were in the order of immobilized bacteria by wood 
chips (73.39%), immobilized bacteria by maize straw (52.28%) and free bacteria (44.79%). However, the amounts 
of nutrient (e.g. nitrogen and phosphorus) were not the optimal biodegradation condition. In particular, the 
metabolism of bacteria during the stabilisation period (after 10 days) was limited by the lack of sufficient nutri-
ents, which decreased diesel biodegradation efficiency. Natural organic carriers should be modified to improve 
biodegradation further. For example, nitrogen and phosphorus should be added to release the nutrients of natural 
organic carriers for diesel-degrading bacteria.

In brief, immobilization by natural organic carriers can be used to remove diesel in the marine environment. 
The technology not only allows bacteria to be adsorbed and form biofilm on the carrier surface but also provides 
nutrients for the bacteria, which promote bioremediation in the marine environment.

Conclusions
This study investigated the diesel-degrading bacteria immobilized on natural organic carriers (i.e. wood chips 
and maize straw) to improve the efficiency of immobilization in the marine environment. The characteristics of 
diesel-degrading bacteria immobilized on natural organic carriers were assessed. The degradation activity of the 
bacteria was analysed, and the effect of the carriers was discussed. The conclusions are as follows:

	(1)	 The surface properties of the wood chips and maize straw showed that the carriers, i.e. wood chips and 
maize straw, are suitable for immobilization technology. The biomass densities of the wood chips and 
maize straw were 0.0242 and 0.0097 g VSS/g carrier, respectively.

	(2)	 The biodegradation efficiency of immobilization was higher than that of free bacteria. The degradation effi-
ciencies of diesel were in the order of immobilized bacteria by wood chips (73.39%), immobilized bacteria 
by maize straw (52.28%) and free bacteria (44.79%). The degradation in seawater was divided into a two-
stage degradation pattern. k of the first stage pattern (0.02848/day–0.0461/day) in each bioremediation 
method was higher that of the second stage pattern (0.00138/day–0.00278/day), which indicated that most 
of the biodegradable or bioavailable compounds were usually rapidly biodegraded during the first stage.

	(3)	 The biological activity in immobilization was high, which could also explain the high degradation efficien-
cy. The concentration of dehydrogenase in immobilization was more than that in the free bacteria system.

	(4)	 By tracing its cause, this study determined that the amounts of TN released from wood chips and maize 
straw were 8.83 and 5.53 mg/g, respectively, and those of TP released from wood chips and maize straw 
were 0.0624 and 0.0099 mg/g, respectively. The results showed that natural organic carriers can provide 
nutrients for bacteria.

References
	 1.	 Uad, G. A. S.-C., C. Pozo, J. G.-L. & Calvo, C. Biodegradative potential and characterization of bioemulsifiers of marine bacteria 

isolated from samples of seawater, sediment and fuel extracted at 4000 m of depth (Prestige wreck). Int. Biodeterior. Biodegradation 
64, 511–518 (2010).

	 2.	 Liu, C. W., Chang, W. N. & Liu, H. S. Bioremediation of n-alkanes and the formation of bioflocules by Rhodococcus erythropolis 
NTU-1 under various saline concentrations and sea water. Biochem. Eng. J 45, 69–75 (2009).

	 3.	 Li, X. L. Study on influencing factors of indigenous microbial remediation in oil - contaminated Soils. J.YangtzeUniv.Nat.Sci 22, 
25–27 (2014).

	 4.	 You, X. F. et al. Optimization and interactive effects of salinity, fertilizer and inoculums concentration on biodegradation in marine 
environment. J. Eng. Res. 5, 23–33 (2017).

	 5.	 Demeter, M. A. et al. Harnessing oil sands microbial communities for use in ex situ naphthenic acid bioremediation. Chemosphere. 
97, 78–85 (2014).

	 6.	 Liu, P. W. G., Jia, W. L., Li, Y. T., Su, W. L. & Chen, C. H. The optimal combination of entrapped bacteria for diesel remediation in 
seawater. Int. Biodeterior. Biodegradation. 102, 383–391 (2015).

	 7.	 Ory, I. D. & Cantero, R. D. Optimization of immobilization conditions for vinegar production. Siran, wood chips and polyurethane 
foam as carriers for Acetobacter aceti. Process Biochem. 39, 547–555 (2004).

	 8.	 Busto, M. D., Meza, V., Ortega, N. & Perez-Mateos, M. Immobilization of naringinase from Aspergillus niger CECT 2088 in poly 
(vinyl alcohol) cryogels for the debittering of juices. Food. Chem. 104, 1177–1182 (2007).

	 9.	 Bai, X., Ye, Z., Li, Y., Zhou, L. & Yang, L. Preparation of crosslinked macroporous PVA foam carrier for immobilization of 
microorganisms. Process Biochem. 45, 60–66 (2010).

	10.	 Duarte, J. C., Rodrigues, J. A. R., Moran, P. J. S., Valenca, G. P. & Nunhez, J. R. Effect of immobilized cells in calcium alginate beads 
in alcoholic fermentation. Appl. Microbiol. Biotechnol. Express. 3, 1–8 (2013).

	11.	 Kathiravan, M. C., Praveen, S. A., Gim, G. H., Han, G. H. & Si, W. K. Biodegradation of Methyl Orange by alginate-immobilized 
Aeromonas, sp. in a packed bed reactor: external mass transfer modeling. Bioprocess. Biosyst. Eng. 37, 2149 (2014).

	12.	 Liu, Z. X. et al. Preliminary analysis of diesel-degrading bacteria immobilized on organic carriers in seawater. Sci. Res. 19, 33–39 
(2017).

	13.	 Zhang, X., Zhang, S., Han, Z., Han, Y. & Guo, Y. Control effect of immobilized microorganisms on physical and chemical properties 
of petroleum-contaminated soil. Shiyou Xuebao Shiyou Jiagong/acta Petrolei Sinica 30, 1106–1112 (2014).

	14.	 Wang, X. et al. Adsorption-synergic biodegradation of diesel oil in synthetic seawater by acclimated strains immobilized on 
multifunctional materials. Mar. Poll. Bull. 92, 195–200 (2015).



www.nature.com/scientificreports/

9Scientific Reports | 7: 8635  | DOI:10.1038/s41598-017-08832-y

	15.	 C. C. C, M. The bioavailability of petroleum hydrocarbon contaminants in soil and seawater. M. Sc thesis. Sc thesis. Dept. Env. Eng. 
(2012).

	16.	 Zhang, X. X., Qin, L. J., Wu, W. L. & Zhao, C. C. Preparation of immobilized crude oil degrading srain and reseach of its property. 
Chin. J. Environ. Eng. 4, 659–664 (2010).

	17.	 Chen, K. C., Lee, S. C., Chin, S. C. & Houng, J. Y. Simultaneous carbon-nitrogen removal in wastewater using phosphorylated PVA-
immobilized microorganisms. Enzyme Microb. Technol. 23, 311–320 (1998).

	18.	 Zhu, N., Hang, M., Chen, M. & Zhao, Y. The Study of Determination on TTC-Dehydrogenase. China. Biogas. 2, 3–5 (1996).
	19.	 Huang, R. Y. et al. Enhanced biodegradation of pyrene and indeno(1,2,3-cd)pyrene using bacteria immobilized in cinder beads in 

estuarine wetlands. Mar. Poll. Bull. 102, 128–133 (2016).
	20.	 Liu, P. W. G., Chang, T., Chen, C., Wang, M. & Hsu, H. W. Effects of soil organic matter and bacterial community shift on 

bioremediation of diesel-contaminated soil. Int. Biodeterior. Biodegrad. 85, 661–670 (2013).
	21.	 Liu, P. W. G., Chang, T., Chen, C., Wang, M. & Hsu, H. W. Bioaugmentation efficiency investigation on soil organic matters and 

microbial community shift of diesel-contaminated soils. Int. Biodeterior. Biodegrad. 95, 276–284 (2014).
	22.	 Xue, J., Yang, Y., Yu, B. & Wu, Y. Marine oil-degrading microorganisms and biodegradation process of petroleum hydrocarbon in 

marine environments: a review. Current Microbiology 71, 220–228 (2015).
	23.	 Atlas, R. M. & Bartha, R. Degradation and mineralization of petroleum in seawater: limitation by nitroge and phosphorous. 

Biotechnol. Bioeng. 14, 309–318 (1972).
	24.	 Zhang, X. et al. Study on the selection of immobilized carrier and its performance. Chem. Industry. Eng. Progress. 30, 2781–2786 

(2011).

Acknowledgements
This study was financially supported by the National Natural Science Foundation of China (Grant No. 51408347), 
the Science and Technology Projects of Qingdao (Grant No. 15–9–1–58-jch and 15-9-1-32-jch), and the SDUST 
Young Teachers Teaching Talent Training Plan (BJRC20170502).

Author Contributions
Jianliang Xue and Bing Liu designed experiments. Jianliang Xue,Yanan Wu, Zhixiu Liu, Menglu Li carried out 
experiments.Xiyu Sun, Huajun Wang analyzed experimental results. Jianliang Xue, Yanan Wu, Zhixiu Liu wrote 
the manuscript. All authors reviewed the manuscript.

Additional Information
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://creativecommons.org/licenses/by/4.0/

	Characteristic Assessment of Diesel-degrading Bacteria Immobilized on Natural Organic Carriers in Marine Environment: the D ...
	Materials and Methods

	Enrichment of diesel-degrading bacteria. 
	Experimental design. 
	Design I. 
	Design II. 
	Design III. 

	Analysis method. 
	Degradation efficiency of diesel. 
	Biomass densities of the carriers. 
	Specific surface area and pore size distribution. 
	Determination of dehydrogenase activity. 
	Determination methods of nitrogen and phosphorus. 


	Result

	Surface properties of the carriers and immobilization of bacteria. 
	Biodegradation of total petroleum hydrocarbon–diesel by immobilized and free bacteria. 
	Dehydrogenase analysis. 
	Test for nutrients supplied by carriers. 

	Discussion

	Conclusions

	Acknowledgements

	Figure 1 Photographs of different carriers.
	Figure 2 SEM photographs of different carriers.
	Figure 3 Degradation efficiency of diesel vs remediation time during by different bioremediation method.
	Figure 4 The concentration of dehydrogenase.
	Figure 5 TN released from different carriers.
	Figure 6 TP released from different carriers.
	Figure 7 The concentration of TN.
	Figure 8 The concentration of TP.
	Table 1 Surface properties of the carriers and Biomass densities.
	Table 2 Degradation efficiency percentage (%) and k.




