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AcсUMUlAtion And efflUx of coPPer 
And cAdMiUM ionS By Pseudomonas 

aeruginosa StrAinS

The ability of Pseudomonas aeruginosa A17, A03 and C25a strains 
to accumulate and export copper and cadmium ions has been studied. 
P. aeruginosa strains have been found to bind up to 65% cadmium 
ions to the cell surface while A03 and C25a cells bound more than 90% 
copper ions on the cell surface. The  inhibitors chloramphenicol and N-N-
dicyclohexylcarbodiimide (DCCD) inhibited metal accumulation and 
efflux by P. aeruginosa strains. А�P-driven efflux systems are involved in 
copper and cadmium resistance mechanisms of the studied P. aeruginosa 
strains.
 
Key words: Pseudomonas aeruginosa, accumulation, efflux, heavy 
metals.

The wide distribution of heavy metals in the environment is the result 
of many human activities, mostly industrial, although agriculture and mu-
nicipal wastes also   contribute. The search for new technologies of detoxi-
fication of these pollutants including biotechnological has direct attention 
to bacteria-metal interactions. By expanding the knowledge on the defense 
mechanisms of microorganisms against heavy metals it will be possible in 
future to develop the new methods of heavy metal bioremediation. Many 
microorganisms are able to bind heavy metal ions either on the cell surface 
(the cell wall, the capsule) [3, 6, 15] or inside the cell (sequestration) [8]. 
A vast number of microbes can export metal ions outside the cell by efflux 
systems [10]. 

The purpose of this work was to study accumulation and export of 
cadmium and copper ions by three multiresistant strains Pseudomonas 
aeruginosa and effect of chloramphenicol and N-N-dicyclyhexylcarbodiimide 
(DCCD) inhibitors on these processes.
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Materials and methods
Microorganisms and medium. Three strains P. aeruginosa À17, À03 

³ С25à were used in this study. P. aeruginosa A17 has been isolated from 
cow manure, P. aeruginosa A03 – from the field soil, P. aeruginosa C25a 
– from the soil at the territory of the machinebuilding plant [2]. Bacterial 
cultures were grown in the minimal mineral medium (M) containing the 
following (g/l): КH2PO4 – 0.5, NH4NO3 – 0.5. MgSO4 – 0.1, yeast extract 
– 0.5, CH3COONa – 10.

Metal uptake analysis. Copper and cadmium content in the cells was 
determined by atomic adsorption spectrometry (AAS) using atomic adsorp-
tion spectrophotometer Saturn-3 at 324.8 nm and 227.8 nm for copper and 
cadmium, respectively.

Metal accumulation by bacterial cells was determined as cited in Gelmi 
et al [7] with some modifications. Bacteria were incubated in the liquid 
medium M containing 1 g/l Cu2+ or 0.5 g/l Cd2+ in a rotary shaker (240 
rev per min) at 30 °С for 48 h. Cells were centrifuged with 0.9% NaCl 
solution at 5000 g three times. Then cells were divided into two equal 
portions. One portion of biomass was dried for 24 h at 80 °С. �he rest of 
biomass was incubated in hypertonic 9% NaCl solution for 12 h to remove 
metal ions bound to cell wall components. The weight of the dried biomass 
was measured and after acid digestion metal content was determined by 
AAS. The amount of metal taken up by the cells was determined on a dry 
weight basis.

Efflux assay. �he efflux assay was performed as described previously [9] 
with some modifications. To determine export of copper and cadmium ions 
cells grown for 24 h were harvested by centrifugation (5000 g, 10 min). 
Cell pellets were washed three times with 0.9% NaCl solution. Cells were 
added to the medium M containing 1 g/l Cu2+ or 0.5 g/l Cd2+ and incubated 
for 1 h at 30 °С. �hen cells were divided into two equal portions. One por-
tion was centrifuged and washed three times with 0.9% NaCl solution and 
dried for 24 h at 80 °С. �he other portion of biomass was centrifuged and 
washed three times with 0.9% NaCl solution and incubated in a metalfree 
medium for 1 h at 30 °С. Metal content was measured in the dried cells 
following acid digestion .

Effect of inhibitors. To study the effect of inhibitors on accumulation 
and efflux of copper and cadmium ions washed cells were pre-incubated for 
10–15 min at 30 °С in the liquid medium M containing 100 mg/l chloram-
phenicol or 200 μM DCCD. The inhibitors were present throughout the 
assay [9]. �he analysis of copper and cadmium content in biomass was 
conducted as described previously.

Statistical analysis. All the experiments were done as three indepen-
dent replicates. The values represented are the means plus the standard 
deviations. Means were compared by the Student t test. A P value of 0.05 
was considered significant [1].
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results and discussion
The ability of three multiply metal resistant strains P. aeruginosa À17, 

А03 ³ С25à to accumulate and export copper and cadmium ions has been 
assessed (Fig. 1). Following hypertonic solution treatment there was a con-
siderable decrease in copper and cadmium content in bacterial cells.  There 
was 2–3 fold loss of cellbound cadmium and the resultant metal content 
was similar for A17, A03 and C25a cells: 25.1, 35.6 and 24.9 mg Cd/g dry 
cells, respectively. Copper content in A03 and C25a cells decreased 10-fold 
but there was only 37% loss of cellbound copper in A17 cells.

Fig. 1. Accumulation of copper and cadmium by P. aeruginosa A17, A03 and C25a  
Copper and cadmium content in cells was determined before (black colour) and after 

(grey colour) hypertonic solution treatment.

As we can conclude, 55–65% cadmium accumulated by A17, A03 and 
C25a cells was absorbed on the cell surface of the given strains while the 
percentage of surface–bound copper exceeded 90% of accumulated metal. 
The ability of strains P. aeruginosa А17, А03 and С25à to accumulate cop to accumulate cop-
per and cadmium is similar to that reported by other authors [12, 13]. In 
contrast, some strains Pseudomonas are reported to possess both higher 
[5] and lower metalbinding capacity [4].

The export (efflux) of copper and cadmium ions from A17, A03 and 
C25a cells has been studied (Fig. 2). After 1 h incubation of A17, A03 and 
C25a cells in the metal-free medium there was a 80.2, 96.6 and 94% loss 
of accumulated cadmium, respectively. The efflux of accumulated copper 
was somewhat slower – 70.3, 47.4 and 38.3%, respectively. �hus it could 
be concluded that the systems of active transport of metal ions from cells, 
i.e. the efflux systems, are involved in the resistance mechanisms of A17, 
A03 and C25a strains against copper and cadmium.
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Fig. 2. Copper and cadmium efflux from cells of P. aeruginosa А17, А03  
and С25а strains  

Metal content was determined before (black colour) and after (grey colour) cell 
incubation in the metal-free medium.

It has been shown that DCCD mostly inhibited both accumulation and 
efflux of copper and cadmium by A17, A03 and C25a cells, however each 
strain reacted differently to DCCD treatment. DCCD treatment resulted in 
2-fold inhibition of copper accumulation by A17 and C25a strains: in the 
presence of DCCD A17 and C25a cells accumulated 0.9 and 0.5 mg Cu/g 
dry cells, respectively (Fig. 3) comparing to 2.0 and 1.2 mg Cu/g dry cells 
by non-treated cells (Fig. 1). 

Fig. 3. Effect of DCCD on copper and cadmium efflux by P. aeruginosa А17, А03 
and С25а strains 

Metal content was determined before (black colour) and after (grey colour) cell 
incubation in the metal-free medium.
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DCCD treatment resulted in an almost complete inhibition of copper 
accumulation by A03 strain. Copper efflux by A17 and A03 cells was com-
pletely inhibited. DCCD inhibited cadmium accumulation by A03 and C25a 
cells. however cells of the strain A17 treated with DCCD retained the same 
binding capacity as nontreated cells – 18.5 and 18.1 mg Cd/g dry cells, 
respectively. DCCD also affected cadmium efflux by A17, A03 and C25 
cells: cadmium export by A17 and C25a cells comprised 33.9 and 58.9%, 
respectively, while by nontreated cells – 80.2 and 93.1%, respectively. 
Cadmium efflux by A03 cells was completely inhibited by DCCD.

Chloramphenicol, similarly fashion to DCCD, inhibited copper 
accumulation by A17, A03 and C25a cells: the capacity to accumulate 
copper comprised 23.7, 14.3 and 37.9%, respectively, of that of nontreated 
cells (Fig. 4). Chloramphenicol also negatively affected copper efflux by 
A17 and C25a cells.

The chloramphenicol effect on accumulation and efflux of copper and 
cadmium ions by A17, A03 and C25a cells was less obvious. Chloramphenicol-
treated cells of A17 and A03 strains accumulated 36.3 and 57.2% less 
cadmium, respectively, than the control cells, chloramphenicol had no 
noticeable effect on copper accumulation by C25a cells. Cadmium efflux by 
A03 and C25a cells has also been inhibited by chloramphenicol.

The inhibitory effect of DCCD and chloramphenicol on accumulation 
and efflux of copper and cadmium by strains P. aeruginosa A7, A03 and 
C25a has been shown.

Fig. 4. Effect of chloramphenicol on copper and cadmium efflux by P. aeruginosa 
А17, А03 and С25а strains  

Metal content was determined before (black colour) and after (grey colour) cell 
incubation in the metal-free medium.
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As DCCD is a specific inhibitor of A�Pase activity in the cell [11] it can 
be concluded that export of the given metal ions by the studied strains is 
A�Pasedependent. �he involvement of A�Pase–driven efflux systems has 
been shown for a number of bacteria belonging to different taxonomical 
groups [10, 16] including metalresistant pseudomonads [9, 14].

however it should be noted that efflux is not the only the system in-
volved in copper and cadmium resistance of strains P. aeruginosa A17, A03 
and C25a, as the considerable amount of metal and cadmium is absorbed 
on the cell surface of P. aeruginosa strains. The obtained data had led to 
the conclusion that metal resistance of the studied strains is determined 
by two different mechanisms – sorption processes on the cell surface and 
ATP-dependent efflux system.

conclusions
The ability of three multiresistant P. aeruginosa strains to accumulate 

copper and cadmium ions has been studied. It has been shown that copper 
and cadmium were mostly bound on the cell surface of the studied strains 
and were easily removed after hypertonic solution treatment. ATP-driven 
efflux systems have been involved in copper and cadmium resistance of 
P. aeruginosa strains.

The authors thank Dr A.I. Samchuk (Institute of Geochemistry, 
Mineralogy and Ore Formation) for assistance with atomic absorption 
spectrometry.
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АКУМУЛЯЦІЯ ТА ЕФЛЮКС ІОНІВ МІДІ ТА КАДМІЮ 
ШТАМАМИ Pseudomonas aeruginosa

Реферат

Дîñë³äжåíà зäàòí³ñòü  шòàì³â Pseudomonas aeruginosa äî àêóìóëÿö³ї 
òà åфëюêñó ³îí³â ì³ä³ òà êàäì³ю. Пîêàзàíî, щî äî 65% ³îí³â êàäì³ю бóëè 
зâ’ÿзàí³ з пîâåðхíåю êë³òèí шòàì³â P. aeruginosa, б³ëüш í³ж 90% ³îí³â 
ì³ä³ àêóìóëюâàëè íà пîâåðхí³ êë³òèí шòàìè А03 òà С25à. Iíг³б³òîðè 
хëîðàìфåí³êîë òà NNäèöèêëîгåêñèëêàðбîä³³ì³ä (ДцКД) пðèгí³÷óâàëè 
àêóìóëÿö³ю òà åфëюêc ³îí³â ì³ä³ òà êàäì³ю шòàìàìè P. aeruginosa. Â 
ìåхàí³зì³ ñò³éêîñò³ шòàì³â P. aeruginosa äî ³îí³â ì³ä³ òà êàäì³ю зàä³ÿí³ 
АТФзàëåжí³ ñèñòåìè åфëюêñó. 

К ë ю ÷ î â ³  ñ ë î â à : Pseudomonas aeruginosa, àêóìóëÿö³ÿ, åфëюêñ, 
âàжê³ ìåòàëè.
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АККУМУЛЯЦИЯ И ЭФФЛЮКС ИОНОВ МЕДИ И КАДМИЯ 
ШТАММАМИ Pseudomonas aeruginosa

Реферат

изó÷åíы àêêóìóëÿöèÿ è эффëюêñ èîíîâ ìåäè è êàäìèÿ шòàììàìè 
Pseudomonas aeruginosa. Пîêàзàíî, ÷òî äî 65% èîíîâ êàäìèÿ быëè 
ñâÿзàíы ñ пîâåðхíîñòüю êëåòîê шòàììîâ  P. аeruginosa, è бîëåå 90% 
èîíîâ ìåäè àêêóìóëèðîâàëè íà пîâåðхíîñòè êëåòîê шòàììы А03 è С25à. 
иíгèбèòîðы хëîðàìфåíèêîë è äèöèêëîгåêñèëêàðбîäèèìèä (ДцКД) 
èíгèбèðîâàëè àêêóìóëÿöèю è эффëюêñ ìåäè è êàäìèÿ шòàììàìè 
P. аeruginosa. АТФзàâèñèìыå ñèñòåìы эффëюêñà пðèíèìàюò ó÷àñòèå â 
ìåхàíèзìå óñòîé÷èâîñòè шòàììîì P. аeruginosa ê ìåäè è êàäìèю.

К ë ю ÷ å â ы å  ñ ë î â à : Pseudomonas aeruginosa, àêêóìóëÿöèÿ, 
эффëюêñ, òÿжåëыå ìåòàëëы.


