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Abstract 
 
Biosorption of copper(II) by lyophilized and thermally treated bacterial biomass of Pseudomonas aeruginosa PAO1 and 
Pseudomonas fluorescens BME in aqueous suspension was studied. The cell surface properties were characterized and the 
experimental conditions, e.g., pH, adsorption time, and initial metal concentration were optimized for efficient biosorption. The 
surface charge was negative at pH above 2.5 for P. aeruginosa, and above pH 4 for P. fluorescens. The highest copper(II) uptake 
was observed at pHs 5 to 6 for both bacteria with a maximum uptake capacity of 60.3 and 56.5 mg copper(II)/g biomass for P. 
aeruginosa and 56 and 29 mg/g for P. fluorescens by the lyophilized and thermally treated cells, respectively. Both, the Freundlich 
and the Langmuir model, using non-linear least-squares estimation, gave a good prediction to the experimental data of copper(II) 
biosorption equilibrium. For the biosorption kinetic study only the pseudo second-order kinetic model could be applied at various 
temperatures. Temperature has only a minor effect on the adsorbed amounts in the experimental conditions studied. The laboratory 
bacterial strain P. aeruginosa PAO1 is more efficient adsorbent for copper(II) than P. fluorescens BME in lyophilized and even in 
thermally inactivated form. 
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1. Introduction 
 

There are only a few percent of essential micro-
nutrients or trace elements in the living organisms. In 
the absence of these elements the cells are unable to 
build up important compounds. One of the most 
important elements is copper, which plays an 
important role in normal life functions. Copper is a 
cofactor of the superoxide dismutase in the red blood 
cells: it plays a significant role in hematopoiesis, in the 
regulation of cellular respiration and in the enzyme-
household. In an adult human there is about 100 mg 
copper, and a replacement of about 2-3 mg is 
necessary upon the daily loss (Fonyó, 2002). The 
drinking water may contain copper below 2 mg/L 
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level (Hungarian Standard, MSz 201/2001), but high 
copper content in the water can be dangerous. Copper 
poisoning may cause hemolytic anemia, vomiting, and 
diarrhea. The Wilson's disease is associated with 
specific symptoms of copper poisoning in addition to 
the hepato-renal syndrome and central nervous system 
disorders (Fonyó, 2002). 

Copper contamination in water may arise from 
industrial and agricultural activities, which enter the 
aquatic ecosystems directly or through the soil by, e.g. 
surface treatment of metal objects; plating, paint 
industry, spent catalysts, brake pads, friction surfaces, 
organic fertilizers and pesticides with heavy metal 
content (Espinosa and Oliva, 2006). The self-
purification processes in living water can reduce the 
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copper content entering the ecosystem, but plants and 
microorganisms cannot manage the increased amounts 
of impurities (Cukrov et al., 2008).  

The removal of copper from industrial or 
agricultural wastewater is possible with the help of 
activated carbon produced from different materials. 
Under pH ranged 4-7, an amount of 0.1 g activated 
carbon adsorbent can purify about 25 mg Cu(II) 
(Kazemipour et al., 2008). Other possibility for metal 
removal from contaminated environment is by using 
microorganisms. 

The use of biosorbents has emerged in recent 
years as one of the most promising alternatives to 
conventional heavy metal management strategies 
(Hashim et al., 2011; Wang and Chen, 2009). Heavy 
metal sequestering property of Pseudomonas genus is 
extensively studied. Free and immobilised cells of 
heavy metal tolerant P. veronii strains can adsorb 
cadmium(II), zinc(II) and copper(II) (Vullo et al., 
2008). Free and living cells of P. aeruginosa AT18, 
isolated from petroleum contaminated soil, has a 
copper(II) sorption capacity of 87 mg/g at pH 6.25 
(Silva et al., 2009).  

The maximum adsorption capacity of resting 
and thermally inactivated cells of P. aeruginosa PU21 
isolated from hospital sewage was between 19-23 
mg/g at pH 5 (Chang et al., 1997). P. fluorescens was 
tested as biosorptive material by different heavy 
metals. P. fluorescens showed high adsorption 
capacity for nickel(II) and chromium(VI) (Uzel and 
Ozdemir, 2009), cadmium(II) (Mao et al., 2010b) and 
copper(II) (Mao et al., 2010a). The maximum 
copper(II) adsorption capacity was 78.99 mg/g at pH 
5 at 301 K (Mao et al., 2010b). 

Pseudomonas strains, with well-characterized 
biochemical and genetic characteristics play an 
important role in biosorption studies. Many studies 
use Pseudomonas strains isolated from contaminated 
soil and water (Juwarkar et al., 2007; Mathivanan and 
Rajaram, 2014; Oyetibo et al., 2014). Since many 
Pseudomonas bacteria are pathogenic, care must be 
taken when handling these microorganisms. 
Moreover, the resistance of many strains against 
antibiotics is well described (Ramos et al., 1994). In 
the case of living cells the risk for the development of 
multiresistant cultures is high (Kaszab et al., 2011). 
Therefore, these bacteria should be applied in 
inactivated form, which can minimize the 
environmental risk when using them as biosorbents. 

In this study the copper(II) [Cu(II)] biosorption 
by lyophilized and thermally inactivated cells of 
Pseudomonas aeruginosa PAO1, which is a 
laboratory bacterial strain, is evaluated and compared 
to the biosorption by Pseudomonas fluorescens BME, 
which is isolated from an urban environment. The 
novelty of this work is the comparison of biosorption 
by laboratory and environmental strains, the study of 
heat treatment effect on cell adsorption properties and 
temperature effect on biosorption kinetics. 
 
 
 

2. Material and methods 
 

2.1. Bacterial strains 
 

The bacterial strains, P. aeruginosa PAO1 and 
P. fluorescens BME, were obtained from and 
cultivated at the Institute of Medical Microbiology and 
Immunology (Faculty of Medicine, University of 
Pécs, Pécs, Hungary). The strains were cultivated at 
their optimal growing temperature in Mueller-Hinton 
broth (Difco, New Jersey, USA) at 310 K (P. 
aeruginosa) and 303 K (P. fluorescens) using shaken 
flasks with 220 rpm (BIOSAN ES-20, Biosan, Riga, 
Latvia). P. fluorescens cannot multiplicate, if the 
temperature is over 303 K. The reproduction curves 
were followed by the OD600 values (Spectronic, 
Genesys 5, Milton Roy Company, USA). 

The minimum inhibitory concentration (MIC, 
the lowest concentration of the substance that will 
inhibit the visible growth of a microorganism after 
overnight incubation) was determined using broth 
dilution method (Wiegand et al., 2008). For broth 
dilution, systems were made by applying different 
amounts of Cu(II) to the culture medium to the final 
concentration of 100, 50, 25, 12.5, 6.25, 3.12, 1.56, 
0.78 mmol/L Cu(II). Since copper(II) undergoes 
complexation and precipitation upon the addition to 
the culture medium (Kumar et al., 2013; Teitzel and 
Parsek, 2003), the residual Cu(II) concentration was 
determined by measuring the Cu(II) content in the 
supernatant using AAS analysis after the heavy metal 
addition. The lyophilized cells were grown in this 
medium, and then the MIC value was determined with 
solid plate cultivation and the colony formation. The 
control culture was grown in the absence of Cu(II) 
ions (Wiegand et al., 2008). Mann-Whitney test was 
applied to compare the MIC values of P. aeruginosa 
and P. fluorescens cells. 
 

2.2. Preparation of biosorbents 
 

The cells were harvested by centrifugation 
(10000 rpm, 30 min) after 38-hour-incubation, rinsed 
twice with physiological salt solution, centrifuged 
again (10000 rpm, 15 min) and lyophilized at 233 K 
in a freeze drier (HETO, Dry Winner, Allerod, 
Denmark). Thermal treatment of lyophilized cells (1 
g/L suspension) were made in a Digital Heatblock 
(VWR, Budapest, Hungary) at 373 K for 15 min. 
 

2.3. Preparation of copper solutions 
 

The test solutions containing Cu(II) ions were 
prepared from CuCl2 (Fluka, Munich, Germany) in the 
concentration range of 5 − 250 mg/L. 
 

2.4. Analysis of copper content 
 

The Cu(II) concentration was determined by 
atomic absorption spectrometry (AAS, Perkin – Elmer 
2380, Great Britain) of diluted solutions at 324.8 nm.  
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The calibration was made using dilutions of a 
standard 1000 mg/L Cu(II) solution (Scharlau, 
Barcelona, Spain) in the concentration range of 0 – 5 
mg/L. 
 
2.5. Effect of pH on biosorption 
 

The effect of pH on the Cu(II) adsorption by P. 
aeruginosa and P. fluorescens biomass was studied in 
aqueous suspensions containing 1 g/L biosorbents. 
The adsorbed copper amount was determined in 25 
and 50 mg/L Cu(II) solutions under the pH range of 
3.0 – 6.0 at 295 K. The adsorption systems were 
agitated at 250 rpm in shaken flasks. After 24 hours 
the samples were spin-dried at 10000 rpm for 10 
minutes and the Cu(II) content of the supernatant was 
determined with AAS after dilution. 
 
2.6. Determination of surface charge 

 
Lyophilized P. aeruginosa and P. fluorescens 

cells (1 g/L each) were suspended in 25 mL distilled 
water in the pH range 2–11 (the appropriate pH was 
obtained by adjustment with 0.1 M NaOH or 0.1 M 
HCl). The zeta potential of the cell surface was 
determined with a Zetasizer Nano-Z (Malvern 
Instruments, Worcestershire, UK). 
 
2.7. Effect of biosorbent dose 
 

The influence of the biosorbent concentration 
on Cu(II) adsorption was examined with aqueous 
suspensions (0.25 to 2 g/L) of lyophilized 
P.aeruginosa and P. fluorescens cells containing 50 
mg/L copper(II) initial concentration. The efficiency 
of Cu(II) removal (in percentage) from the 
suspensions was calculated with Eq (1) (Nadeem et 
al., 2009): 
 

0

0 100)(
(%) Removal

c

cc e 
  (1) 

 

where, c0 is the initial Cu(II) concentration (mg/L), 
and ce is the Cu(II) concentration at equilibrium 
(mg/L). The metal uptake was calculated with Eq (2) 
(Nadeem et al., 2009): 
 

m

Vcc
q e 


)( 0  (2) 

 

where, q is the adsorbed amount of Cu(II) by 1 g 
adsorbent (mg/g), V is the volume of the suspension 
(L), and m is the mass of the biosorbent (g). 
 
2.8. Kinetic study 
 

Kinetics of the adsorption by P. aeruginosa 
and P. fluorescens in 1 g/L aqueous suspensions, 
containing 50 mg/L Cu(II), was evaluated by 
measuring the residual metal content of the samples 
taken at desired time intervals at 285, 290 and 295 K 
temperatures. The supernatants were obtained by 
centrifugation (10000 rpm, 5 min) and the Cu(II) 
content was measured using AAS analysis. Mann-
Whitney test was applied to compare the results 
obtained for lyophilized and thermally treated cells. 
 
2.9. Determination of biosorption isotherms 
 

In order to determine the isotherms of the 
bisorption, the lyophilized and thermally inactivated 
cells of P. aeruginosa and P. fluorescens (1 g/L) were 
suspended in glass containers, and gently agitated at 
room temperature. The copper(II) content of the 
suspensions varied from 5-250 mg/L. Samples were 
taken from the suspensions after 24 hour incubation 
and the biomass was separated with centrifugation 
(10000 rpm, 5 min). The heavy metal content of the 
supernatants was measured by AAS. The experiments 
were made in triplicate. Mann-Whitney test was 
applied to compare the results obtained for lyophilized 
and thermally treated cells. 
 
3. Results and discussion 
 

3.1. Characterization of the bacteria 
 

The optical density of bacterial cell 
suspensions was followed to obtain the growth curve 
of P. aeruginosa and P. fluorescens cultivated at their 
optimal cultivation temperature. The lyophilized 
biomass was obtained at the early stationary phase, 
after 38 hours incubation (Fig.1).  

 
Fig. 1. Growth curves of P. aeruginosa (T = 310 K) and P. fluorescens (303 K)  

(bacterial samples were obtained by lyophilization at 38-hour-cultivation) 
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The zeta potential values of lyophilized 

bacterial cells in suspensions determined at pH ranged 
2 and 11, showed that P. aeruginosa and P. 
fluorescens cells surfaces were negatively charged at 
pH above 2.5 and 4, respectively (Fig. 2). Above these 
pH values the cells were able to adsorb the positively 
charged Cu(II) ions. 

The FT-IR spectrum of P. aeruginosa can be 
seen in Fig. 3. The IR spectrum shows the presence of 
carboxyl, phosphate, hydroxyl, amino groups, among 
them the most important is the occurrence of the 
carboxyl groups. Similar results have been found by 
other authors (Gabr et al., 2008; Sar et al., 1999). The 
qualitative analysis caused no visible changes in the 
spectrum after treatment with 100 mg/L of Cu(II) ions. 

The minimum inhibitory concentration of 
Cu(II) (when no visible growth of the bacteria can be 
seen) for the P. aeruginosa and P. fluorescens cells 
cultivated in Mueller-Hinton broth was determined as 
described in the Materials and Methods. Care was 
taken for the determination of the Cu(II) concentration 
after the hydrolytic and complexation processes, 

which occur in the cultivation media. The MIC values 
were 4.15 mmol/L (260 mg/L) and 2.07 mmol/L (130 
mg/L) Cu(II) for P. aeruginosa and P. fluorescens, 
respectively. There is a significant difference between 
the MIC values of the strains. These values are close 
to the previously reported 3.15 mmol/L (200 mg/L) for 
Pseudomonas sp.  

 
3.2. The effect of pH on copper(II) biosorption 
 

The affinity of cationic species towards the 
functional groups on the cell surfaces is strongly 
dependent on pH (Volesky and Holan, 1995). Fig. 4 
summarizes the results of Cu(II) adsorption by P. 
aeruginosa and P. fluorescens bacterial cells as a 
function of pH having 25 or 50 mg/L Cu(II) initial 
concentration in the aqueous biomass suspension. The 
pH dependencies were similar for the two bacteria 
strains, and applying 50 mg/L initial Cu(II) 
concentration the adsorbed amount increases by pH 
from 25−28 mg/g biomass up to ca. 35 mg/g biomass 
(cca. 0.55 mmol/g). 

 

 
 

Fig. 2. Zeta potential values of P.aeruginosa and P. fluorescens bacterial cells in the pH range 2 to 11 

 
 

Fig. 3. FT-IR spectra of P. aeruginosa 
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Fig. 4. Effect of pH on the adsorbed Cu(II) amount (q) on: (a) P.aeruginosa and (b) P. fluorescens biomass 
 

The bacterial cell wall contains negatively 
charged functional groups such as carboxyl, 
phosphate, hydroxyl, imidazole and amino groups. 
These negatively charged groups can play role in the 
metal ion binding on the cell wall of Gram-negative 
bacteria (Fein at al., 1997; Pardo et al., 2003). The 
relationship between surface charge and pH indicates 
that the main process can be the ion exchange. Other 
mechanisms may also be responsible for the surface 
binding such as complexation, chelation or 
microprecipitation. Increasing pH increases the 
negative charge on the cell surface (Fig 2.), which 
favors the adsorption of the heavy metal cations. 
Strong acidic pH range (pH < 3) is not appropriate for 
adsorption due to protonation. Metal ions undergo 
hydrolysis as the pH increases, so high alkaline pH 
(pH > 6) results in metal precipitation (Chang et al., 
1997, Chen et al., 2005). The effect of pH was 
determined in the pH range of 3.0 – 6.0. The highest 
Cu(II) uptake was observed at pHs 5 to 6 for both 
bacteria. During the process a significant decrease of 
solution pH can be indicated due to ion exchange 
mechanism. Vullo et al. (2008) reported that the 
optimum pH for Cu(II) biosorption by P. veronii cells 
was 5.5, while for P. aeruginosa PU21 the optimal pH 
was 5.0 ( Chang et al., 1997). Silva et al. (2009) found 
that the optimal pH value for Cu(II) biosorption was 
6.25 using P. aeruginosa AT18. According to Pardo 
et al. (2003) the optimal pH value was 5.0 − 6.0 for 
Cu(II) and more than 80% of metal ions could be 
removed under this condition. 
 
3.3. Effect of contact time and temperature  
 

The time-course profiles measured at 285, 290 
and 295 K for the adsorption of Cu(II) by lyophilized 
bacterial cells of P. aeruginosa and P. fluorescens are 
shown in Fig. 5. The adsorbed Cu(II) amount per 1 g 
biomass is presented in the function of contact time. 
The major uptake of heavy metal occured within the 
first 10 minutes, and further significant increase in the 
adsorbed Cu(II) content was not observed. The Cu(II) 
adsorption capacities by the lyophilized cells of P. 
aeruginosa and P. fluorescens were 41 mg/g (82%) 
and 38 mg/g (76%), respectively, at initial 50 mg/L 
copper concentration at 295 K. There was no 

considerable difference between the adsorbed Cu(II) 
amounts neither by these Pseudomonas strains nor at 
various temperatures.  

 

 

 
 

Fig. 5. Biosorption of Cu(II) by lyophilized cells of 
(a) P. aeruginosa and (b) P. fluorescens as a function 

of time at 285, 290 and 295 K temperatures 
 

The actual adsorption of solute (for example 
copper ions) on the active sites of the biomass is 
generally considered very rapid (Veglio and 
Beolchini, 1997). The cells can accumulate ions by 
their surface and intracellular binding sites. A rapid 
adsorption feature is in agreement with the results of 
Chang et al. (1997). The metal concentration 
decreased rapidly during the first 30 min and remained 
nearly constant after 2 h of adsorption, suggesting that 
the biosorption was fast and reached saturation within 
2 h (Chang et al., 1997). For the effect of temperature 
on Cu(II) biosorption processes by these strains there 
is no available information in the literature. The 
kinetics of hexavalent chromium ions adsorption by 
treated sawdust was examined at different 
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temperatures by Baral et al. (2006). The rate constant 
has been calculated at 303, 308, 313 and 318 K and 
the activation energy (Ea) was calculated using the 
Arrhenius equation. The ΔGº and ΔHf values for 
Cr(VI) adsorption on the sawdust showed the process 
to be exothermic in nature. The decrease in percentage 
of adsorption with rise in temperature may be due to 
desorption caused by an increase in the available 
thermal energy. Higher temperature induces higher 
mobility of the adsorbed ions causing desorption. 

 
3.4. Effect of biosorbent dose 

 
The determination of optimal biosorbent 

concentration is an important part in performing 
efficient adsorption processes. The metal removal in 
percentage (%) against the biosorbent doses are 
plotted in Fig. 6. The copper removal by 2 g/L P. 
aeruginosa biomass was 96.2%, which was the result 
with a metal uptake capacity of 24.1 mg/g, while 
applying 1 g/L of biomass the copper removal was 
78.2%, but the metal uptake capacity was 40 mg/g. 
Similar results were obtained for P. fluorescens, where 
the 2 g/L biomass resulted in 93.6% copper removal 
with the metal uptake capacity of 23.4 mg/g, while 1 
g/L biosorbent dosage resulted in 71.6% copper 
removal with the 35.8 mg/g metal uptake capacity. 
These results showed that a lower biomass 
concentration can be used for efficient copper 
removal. For further studies 1 g/L biomass 
concentration was selected as an optimal biosorbent 
dosage for both microorganisms. 

 

 
Fig. 6. Effect of the biosorbent dose on the Cu(II) uptake  

by P. aeruginosa and P. fluorescens biomass. 

 
3.5. Kinetic modeling 
 

With the help of the kinetic models the most 
suitable conditions of metal uptake can be selected for 
the removal process. Several kinetic models can be 
applied for evaluation of heavy metal adsorption 
(Aksu, 2005, Febrianto et al., 2009, Pernyeszi et al., 
2009, Rao and Viraraghavan, 2002, Yu et al., 2011). 
Pseudo second-order model was used to fit the 
experimental data determined by lyophilized bacterial 
cells at 285, 290 and 295oK. The pseudo first-order 
model could not be used for modeling the biosorption 

kinetics. 
The pseudo second-order kinetic rate equation 

can be written by Eq (3): 
 

2
2 , ( )ad eq

dq
k q q

dt
   (3) 

 

The integrated linear form of pseudo second-
order equation is given in Eq (4): 
 

2
2,

1

eqad eq

t t

q qk q
   (4) 

 

where: q is the mass of the adsorbed metal at time t 
(min), k2,ad  is the rate constant of second order 
biosorption (g/mg min), qeq is the mass of adsorbed 
metal at equilibrium (mg/g). 

By plotting t/q against t the second-order rate 
constants, k2,ad and the theoretical adsorption 
capacities qeq, can be calculated from the slope and 
intercept of the plots (Fig.  7). Table 1 shows that the 
rate constant k2,ad varied in the case of P. aeruginosa 
within the range of 0.19 to 0.5 g/mgꞏmin and in the 
case of P. fluorescens within the range of 0.019 to 0.75 
g/mgꞏmin. The calculated adsorption capacities based 
on second-order equation are in good correspondence 
to the experimental data. An increase in the adsorbed 
amount of Cu(II) ions can be observed with increasing 
temperature from 285 K to 295 K, but this increase 
was not significant according to the results from 
Mann-Whitney test. So, the temperature has only a 
minor effect on the biosorption rate in this range. The 
correlation coefficients for the second-order kinetic 
model were close to 1.0 for all cases. This suggests 
that the sorption of heavy metal by the bacterial 
biomass follows the second-order kinetics. It is based 
on the sorption capacity of the solid phase and shows 
that the chemisorption mechanism can be a rate-
limiting step (McKay et al., 1999). 
 

Table 1. The pseudo second-order rate constants (k2,ad) 
with the calculated (qeq,cal) and experimental (qeq,exp) 

equilibrium adsorption capacities by P. aeruginosa and  
P. fluorescens biomass at different temperatures 

 

 
k2,ad 

g/mgꞏmin 
qeq,cal 

mg/g 
R2 

qeq,exp 

mg/g 
P. aeruginosa 
Cu(II) 295 K 
          290 K 
          285 K 

 
0.50 
0.49 

0.19 

 
40.8 
41.3 
41.8 

 
0.99 
0.99 
0.99 

 
41.5 
42.1 
42.9 

P.fluorescens     
Cu (II) 295 K 0.02 38.2 0.99 37.9 
         290 K 0.02 38.9 0.99 38.6 
         285 K 0.75 40.8 0.99 41.7 

 
Generally, the metal biosorption follows 

pseudo second-order kinetic model (Joo et al., 2010). 
For Cu(II) adsorption process by P. aeruginosa Kong 
et al. (2009) carried out kinetic and equilibrium studies 
using wave anodic stripping voltammetry method. The 
parameters were obtained by fitting the 
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electrochemical experimental data to the pseudo 
second-order kinetic model.  
 

 

 
 

Fig. 7.  The best fit of the pseudo-second order kinetic 
equation (Eq. (4)) for Cu(II) adsorption by lyophilized cells 

of (a) P. aeruginosa and (b) P. fluorescens 
at temperatures 285, 290 and 295 K 

 
3.6. Biosorption isotherms 
 

Equilibrium measurements were performed by 
applying lyophilized and thermally inactivated 
bacterial cells of P. aeruginosa and P. fluorescens, 
with initial Cu(II) concentration of 5 – 250 mg/L at pH 
5.4. Biosorption isotherm, the plot of uptake (q) versus 
equilibrium concentration of the solute in heavy metal 
solution (ce), is often used to evaluate the biosorption. 
In the literature, the Langmuir and Freundlich models 
have been used with a high rate of success for the 
description of biosorption processes. The equilibrium 
biosorption isotherms, determined for both bacterial 
cells using batch technique, showed that metal uptake 
by bacterial biomass was a chemically equilibrated 
and saturable mechanism (Fig. 8). An increase in the 
metal uptake was observed to the free binding sites. 
Preferential adsorption mechanism cannot be 
observed. Experimental data were applied to the 
adsorption by both, the Langmuir and Freundlich 
models, and the adsorption constants were estimated 
using non-linear least-squares mathematical method. 

 
3.6.1. Langmuir isotherm  

The Langmuir isotherm is valid for monolayer 
adsorption onto a surface with a finite number of 

identical sites. It is given as Eq (5): 
 

 

(5) 

 

where: b is the equilibrium constant including the 
affinity of binding sites (L/mg), ce is the concentration 
of metal ions in solution and qe is the amount of 
adsorbed metal ions on the biosorbent at equilibrium. 
The qmax is the maximum amount of metal ion per unit 
mass of adsorbent, which forms a complex monolayer 
on the surface (mg/g) (Gabr et al., 2008). 

 
3.6.2. Freundlich isotherm 

 The Freundlich equation based on sorption on 
a heterogeneous surface is given below as Eq (6): 
 

 (6) 

where: kF and n are the Freundlich constants, whereas, 
kF and n are the indicators of adsorption capacity and 
adsorption intensity of the sorbents, respectively, ce is 
the concentration of metal ions in solution and qe is the 
amount of adsorbed metal ions on the biosorbent at 
equilibrium. The Freundlich isotherm provides no 
information on the monolayer adsorption capacity in 
comparison to the Langmuir model (Joo et al., 2010). 
 

 

 
 

Fig. 8. Bioadsorption isotherms of lyophilized and 
thermally inactivated cells of (a) P. aeruginosa (PAO) and 
(b) P.fluorescens (PS) for Cu(II) ions in the initial Cu(II) 

concentration range of 5 – 250 mg/L  (biomass 
concentration: 1 g/L, pH = 5.4, temperature: 285 K) 

e

e
e bc

bcq
q




1
max

n
eFe ckq /1
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Chang et al. (1997) showed by using Langmuir 
isotherm to describe the adsorption, that the resting 
cells of P. aeruginosa PU21 were able to adsorb 23 
mg Cu(II)/g at pH 5.5, and the inactivated cells adsorb 
19 mg Cd(II)/g dry cell. According to Pardo et al. 
(2003) only the Langmuir model showed a good fit to 
the experimental data using the linearized isotherm 
equation. The highest value of adsorbed amount was 
found to be 6.6 mg/g at pH 6.0 and 6.3 mg/g at pH 4.5. 

The non-linear fitted curves of Langmuir and 
Freundlich adsorption isotherms for P. aeruginosa and 
P. fluorescens biomasses are shown in Fig. 8. The 
calculated values of constants from Langmuir 
isotherm: qmax and b are summarized in Table 2, which 
give a good estimation of the experimental data. The 
experimental qmax value for lyophilized P. aeruginosa 
was 60.3 mg/g, while it was 56.0 mg/g for P. 
fluorescens. The thermally inactivated cells have 
slightly lower adsorption capacity in the case of P. 
aeruginosa (56.5 mg/g), but significantly lower 
capacity in the case of P. fluorescens (29 mg/g). The 
equilibrium constants (b) of the lyophilized and 
thermally inactivated cells of both microorganisms 
were obtained to be 0.06 and 0.02 L/mg for the P. 
aeruginosa and 0.04 and 0.008 L/mg for the P. 
fluorescens bacteria, respectively.  

 
Table 2. The Freundlich and Langmuir isotherm constants 
of Cu(II) biosorption by lyophilized and thermally treated 

P. aeruginosa and P. fluorescens cells at 285 K 
 

Freundlich isotherm model 
Langmuir isotherm 

model 
 kF 

[(mg/g) 
(mg/L)n] 

n 
(L/mg)

R2 qmax 

(mg/g) 
b 

(L/mg)
R2 

P. aeruginosa 
lyophilized 
thermally 
treated 

 
8.7 
5.8 

 
2.50 
2.23 

 
0.98 
0.98 

 
62.5 
74.1 

 
0.06 
0.02 

 
0.98
0.97

P. fluorescens 
lyophilized 
thermally 
treated 

 
7.7 
1.2 

 
2.50 
1.57 

 
0.96 
0.98 

 
64.8 
51.0 

 
0.04 

0.01 

 
0.98
0.98

 
The free enthalpy change can be calculated 

based on the Langmuir equilibrium constant. For 
lyophilized P. aeruginosa ΔG = -20.3 kJ/mol; for its 
thermally treated cells ΔG = -17.6 kJ/mol; for 
lyophilized P. fluorescens ΔG = -19.3 kJ/mol; for its 
thermally treated cells ΔG = -15.4 kJ/mol. The values 
show that in each case the free enthalpy change is 
negative, which indicates that the processes are 
spontaneous. The estimated values of Freundlich 
isotherm: kF and n are also given in Table 2 along with 
the regression correlation coefficients, showing that 
not only the Langmuir but also the Freundlich model 
can describe the experimental data.  

The parameter kF related to the sorption 
capacity was 2.5 (mg/g)(mg/L)n for Cu(II) biosorption 
in both cases by lyophilized cells, 2.23 and 1.57 
(mg/g)(mg/L)n for thermally inactivated cells for P. 
aeruginosa and P. fluorescens. Table 2 shows that n 

was greater than unity for Cu(II) biosorption in all 
cases, indicating that heavy metal ions are favorably 
adsorbed by the bacterial cells. The regression 
correlation coefficients of both, the Langmuir and 
Freundlich models showed a good fit (R2=0.96–0.98) 
for Cu(II) biosorption. 

The difference between the adsorbed amounts 
by the lyophilized and thermally inactivated biomass 
of P. fluorescens, and also by P. aeruginosa were 
statistically significant. The thermally inactivated 
cells by P. fluorescens can only adsorb half amount of 
one by the lyophilized cells. The temperature optimum 
of this strain was 303 K (30ºC), and it does not 
replicate at higher temperature, thus probably more 
sensitive to changes in temperature. On the basis of the 
experimental data one can assume that the heat 
treatment destroyed the surface structure responsible 
for adsorption. 

The MIC values by P. aeruginosa were higher 
than the applied concentration range. In case of P. 
fluorescens the applied Cu(II) concentrations are 
higher than the MIC values (130 mg/L). The use of 
these concentrations did not affect the adsorbed 
amounts. 
 
4. Conclusions 
 

The potential of lyophilized and thermally 
treated bacterial cells of Pseudomonas aeruginosa 
PAO1 and Pseudomonas fluorescens BME to adsorb 
copper(II) ions from aqueous solution was 
demonstrated. The highest copper(II) uptake was 
observed at pHs 5 to 6 for both bacteria and a biomass 
concentration of 1 g/L could be used for efficient 
copper(II) removal.  

The rapid copper(II) ion biosorption followed 
pseudo second-order kinetics. A slightly temperature 
effect on biosorption can be observed in the studied 
temperature range. The Langmuir and Freundlich 
models exhibited a good fit to the experimental data 
using non-linear fitting. The thermal treatment did not 
influence the biosorption properties of the 
Pseudomonas aeruginosa cells, while the adsorption 
capacity of P. fluorescens significantly decreased. 
Both, the laboratory and the environmental strains, are 
promising biosorbents for metal ion removal. The 
biosorption capacity of the laboratory strain is higher 
than its environmental strain. As a consequence, there 
is no need to select the environmental strain in 
practical application. 
 

Acknowledgements 
This work was supported by the grants TÁMOP-4.2.2.D-
15/1/KONV-2015-0015 and TÁMOP-4.2.2.B-15/1/KONV-
2015-0011, and OTKA K-100667 (Hungarian research 
foundation). 
 
References 
 
Aksu Z., (2005), Application of biosorption for the removal 

of organic pollutants: A review, Process Biochemistry, 
40, 997-1026. 

 



 
Copper(II) biosorption characteristics of lyophilized and thermally treated Pseudomonas cells 

 

 463

 
Baral S.S., Das S.N., Rath P., (2006), Hexavalent chromium 

removal from aqueous solution by adsorption on treated 
sawdust, Biochemical Engineering Journal, 31, 216–
222. 

Chang J.S., Law R., Chang C.C., (1997), Biosorption of 
lead, copper and cadmium by biomass of Pseudomonas 
aeruginosa PU21, Water Research, 31, 1651-1658.  

Chen X.C., Wang Y.P., Lin Q., Shi J.Y., Wu W.X., Chen 
Y.X., (2005), Biosorption of copper(II) and zinc(II) 
from aqueous solution by Pseudomonas putida CZ1, 
Colloids and Surfaces B-Biointerfaces, 46, 101-107. 

Cukrov N., Cmuk P., Mlakar M., Omanovic D., (2008), 
Spatial distribution of trace metals in the Krka River, 
Croatia: An example of the self-purification, 
Chemosphere, 72, 1559-1566. 

Espinosa A.J.F., Oliva S.R., (2006), The composition and 
relationships between trace element levels in inhalable 
atmospheric particles (PM10) and in leaves of Nerium 
oleander L. and Lantana camara L, Chemosphere, 62, 
1665-1672. 

Febrianto J., Kosasih A.N., Sunarso J., Ju Y.H., Indraswati 
N., Ismadji S., (2009), Equilibrium and kinetic studies 
in adsorption of heavy metals using biosorbent: A 
summary of recent studies, Journal of Hazardous 
Materials, 162, 616-645. 

Fonyó A., (2002), Principles of Medical Physiology, 
Medicina Press, Budapest, Hungary 

Gabr R.M., Hassan S.H.A., Shoreit A.A.M., (2008), 
Biosorption of lead and nickel by living and non-living 
cells of Pseudomonas aeruginosa ASU 6a, 
International Biodeterioration & Biodegradation, 62, 
195-203. 

Hashim M.A., Mukhopadhyay S., Sahu J.N., Sengupta B., 
(2011), Remediation technologies for heavy metal 
contaminated groundwater, Journal of Environmental 
Management, 92, 2355-2388. 

Joo J.H., Hassan S.H.A., Oh S.E., (2010), Comparative 
study of biosorption of Zn2+ by Pseudomonas 
aeruginosa and Bacillus cereus, International 
Biodeterioration & Biodegradation, 64, 734-741. 

Juwarkar A.A., Nair A., Dubey K.V., Singh S.K., Devotta 
S., (2007), Biosurfactant technology for remediation of 
cadmium and lead contaminated soils, Chemosphere, 
68, 1996-2002. 

Kaszab E., Kriszt B., Atzel B., Szabo G., Szabo I., Harkai 
P., Szoboszlay S., (2011), Antibiotic resistance profiles 
and virulence markers of Pseudomonas aeruginosa 
strains isolated from composts, Bioresource 
Technology, 102, 1543-1548. 

Kazemipour M., Ansari M., Tajrobehkar S., Majdzadeh M., 
Kermani H.R., (2008), Removal of lead, cadmium, 
zinc, and copper from industrial wastewater by carbon 
developed from walnut, hazelnut, almond, pistachio 
shell, and apricot stone, Journal of Hazardous 
Materials, 150, 322-327. 

Kong B., Tang B.Y., Liu X.Y., Zeng X.D., Duan H.Y., Luo 
S.L., Wei W.Z., (2009), Kinetic and equilibrium studies 
for the adsorption process of cadmium(II) and 
copper(II) onto Pseudomonas aeruginosa using square 
wave anodic stripping voltammetry method, Journal of 
Hazardous Materials, 167, 455-460. 

Kumar R., Nongkhlaw M., Acharya C., Joshi S.R., (2013), 
Growth media composition and heavy metal tolerance 
behaviour of bacteria characterized from the sub-
surface soil of uranium rich ore bearing site of 
Domiasiat in Meghalaya, Indian Journal of 
Biotechnology, 12, 115-119. 

 

 
Mao Y.L., Liu R.Q., Luo S.T., Xu P.X., Du L., Zhang K., 

(2010a), Biosorption characteristics of an novel 
extracellular biopolymer produced from Pseudomonas 
fluorescens and its use for copper removal, 
Environment Materials and Environment Management 
Pts 1-3, 1755-1760. 

Mao Y.L., Yang G.J., Liu R.Q., Luo S.T., Pan J.M., Zhang 
K., Zhang Y.F., Xu P.X., Yan Y.S., (2010b), 
Biosorption of Cd(II) from aqueous solution by a novel 
extracellular biopolymer secreted from Pseudomonas 
fluorescens C-2: equilibrium and kinetic studies, 
Fresenius Environmental Bulletin, 19, 1599-1607. 

Mathivanan K., Rajaram R., (2014), Tolerance and 
biosorption of cadmium (II) ions by highly cadmium 
resistant bacteria isolated from industrially polluted 
estuarine environment, Indian Journal of Geo-Marine 
Sciences, 43, 580-588. 

McKay G., Ho Y.S., Ng J.C.Y., (1999) Biosorption of 
copper from waste waters: A review, Separation and 
Purification Methods, 28, 87-125. 

Nadeem R., Hanif M.A., Mahmood A., Jamil M.S., Ashraf 
M., (2009), Biosorption of Cu(II) ions from aqueous 
effluents by blackgram bran (BGB), Journal of 
Hazardous Materials, 168, 1622-1625. 

Oyetibo G.O., Ilord M.O., Obayori O.S., Amund O.O., 
(2014), Equilibrium studies of cadmium biosorption by 
presumed non-viable bacterial strains isolated from 
polluted sites, International Biodeterioration & 
Biodegradation, 91, 37-44. 

Pardo R., Herguedas M., Barrado E., Vega M., (2003), 
Biosorption of cadmium, copper, lead and zinc by 
inactive biomass of Pseudomonas Putida, Analytical 
and Bioanalytical Chemistry, 376, 26-32. 

Ramos L. J., Diaz E., Dowling D., de Lorenzo V., Molin S., 
O'Gara F., Ramos C., Timmis K.N., (1994), The 
behavior of bacteria designed for biodegradation, 
Nature Biotechnology, 12, 1349-1356. 

Rao J., Viraraghavan T., (2002), Biosorption of phenol from 
an aqueous solution by Aspergillus niger biomass, 
Bioresource Technology, 85, 165-171. 

Sar P., Kazy S.K., Asthana R.K., Singh S.P., (1999), Metal 
adsorption and desorption by lyophilized Pseudomonas 
aeruginosa, International Biodeterioration & 
Biodegradation, 44, 101-110. 

Silva R.M.P., Rodriguez A.A., De Oca J., Moreno D.C., 
(2009), Biosorption of chromium, copper, manganese 
and zinc by Pseudomonas aeruginosa AT18 isolated 
from a site contaminated with petroleum, Bioresource 
Technology, 100, 1533-1538. 

Teitzel G.M., Parsek M.R., (2003), Heavy metal resistance 
of biofilm and planktonic Pseudomonas aeruginosa, 
Applied and Environmental Microbiology, 69, 2313-
2320. 

Uzel A., Ozdemir G., (2009), Metal biosorption capacity of 
the organic solvent tolerant Pseudomonas fluorescens 
TEM08. Bioresource Technology, 100, 542-548. 

Veglio F., Beolchini F., (1997), Removal of metals by 
biosorption: A review, Hydrometallurgy, 44, 301-316. 

Volesky B., Holan Z.R., (1995) Biosorption of heavy 
metals, Biotechnology Progress, 11, 235-250. 

Vullo D.L., Ceretti H.M., Daniel M.A., Ramirez S.A.M., 
Zalts A., (2008), Cadmium, zinc and copper biosorption 
mediated by Pseudomonas veronii 2E, Bioresource 
Technology, 99, 5574-5581. 

Wang J.L., Chen C., (2009), Biosorbents for heavy metals 
removal and their future, Biotechnology Advances, 27, 
195-226. 



 
Kőnig-Péter et al./Environmental Engineering and Management Journal 18 (2019), 2, 455-464 

 

 464

Wiegand I., Hilpert K., Hancock R.E.W., (2008), Agar and 
broth dilution methods to determine the minimal 
inhibitory concentration (MIC) of antimicrobial 
substances, Nature Protocols, 3, 163-175. 

Yu C.L., Lu Z.P., Ge F.Z., Zhao E.L., (2011), Biosorption 
of cadmium onto Pseudomonas fluorescens: 

Application of isotherm and kinetic models, 
Achievements in Engineering Materials, Energy, 
Management and Control Based on Information 
Technology, 171-172, 49-52. 

 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


