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a b s t r a c t

Generally speaking, a much higher concentration of biocide is needed to treat biofilms compared to the
dosage used to for planktonic bacteria. With increasing restrictions of environmental regulations and
safety concerns on large-scale biocide uses such as oil field applications, it is highly desirable to make more
effective use of biocides. In this paper a green biocide enhancer ethylenediaminedisuccinate (EDDS) that is
a biodegradable chelator, was found to enhance the efficacy of glutaraldehyde in its treatment of sulfate-
reducing bacteria (SRB) biofilms. Experiments were carried out in 100 ml anaerobic vials with carbon steel
coupons. The ATCC 14563 strain of Desulfovibrio desulfuricans was used. Biofilms on coupon surfaces were
visualized using scanning electron microscopy (SEM). Experimental results showed that EDDS reduced the
glutaraldehyde dosages considerably in the inhibition of SRB biofilm establishment and the treatment of
established biofilms on carbon steel coupon surfaces.

� 2009 Elsevier Ltd. All rights reserved.

1. Introduction

Biofilms cause various problems such as medical infections, fouling
of water cooling system, product contamination, and microbiologi-
cally influenced corrosion (MIC) (Carpentier and Cerf,1993; Diosi et al.,
2003; Raad et al., 2003; Kjellerup et al., 2006). MIC accounts for as
much as 20% of all forms of corrosion, amounting to billons of dollars
in losses each year (Flemming, 1996). A major Alaska Prudhoe Bay oil
field pipeline had to be shut down due to a leak in 2006, which caused
a turmoil in the global oil market. MIC was suspected to be one of
two major factors (Jacobson, 2007) in the leak. MIC typically causes
localized corrosion due to the patchy biofilms formed on a metal
surface. Among aerobic and anaerobic bacteria related to MIC, sulfate-
reducing bacteria (SRB) are most often blamed (Kobrin, 1993; Feio
et al., 2000). SRB reduce sulfate to sulfide and produce hydrogen
sulfide. Pitting may be initiated underneath biofilms. With further
development of the biofilms, metabolic products may lower the local
pH, thus deepening the pits (Videla and Herrera, 2005).

Based on their success in using ethylenediaminetetraacetic acid
(EDTA) with antibiotics to eradicate biofilms on catheters, Raad and
Sherertz (2001) patented the idea of treating SRB biofilms using
chelators in combination with biocides. Initial experimental results

showed that EDTA enhanced the glutaraldehyde’s and THPS’ inhibi-
tion of planktonic SRB growth (Zhao et al., 2005; Wen and Gu, 2007).
EDTA’s slow biodegradability has sparked a call for its replacement in
various industrial applications with green chelators (European
Commission, 2004). A popular biodegradable chelator is ethyl-
enediaminedisuccinate (EDDS). The work below demonstrated that
EDDS enhanced glutaraldehyde’s treatment of SRB biofilms on carbon
steel surfaces.

2. Materials and methods

2.1. Bacteria and culture conditions

Desulfovibrio desulfuricans subsp. aestuarii ATCC 14563 was used
in this work. It is a marine strain SRB that favors a liquid medium
with a salinity equivalent to 0.5–6 wt% NaCl (Ollivier et al., 1994).
Enriched artificial seawater (ASW) and modified ATCC 1250 medium
with 25 ppm Fe2þ were used for SRB growth. The composition of
enriched ASW medium included a salt mix (Instant Ocean�1 salt mix
intended for marine aquariums) 36 g, Fe(NH4)2(SO4)2 125 mg,
sodium lactate (60 wt% syrup) 4.5 ml and yeast extract 1 g, in 1 L of
water. The comparison between ASW and the typical natural

* Corresponding author. Tel.: þ1 740 593 1499; fax: þ1 740 593 0873.
E-mail address: gu@ohio.edu (T. Gu). 1 Instant Ocean is a registered trademark of Spectrum Brands, Atlanta, GA, USA.

Contents lists available at ScienceDirect

International Biodeterioration & Biodegradation

journal homepage: www.elsevier .com/locate/ ib iod

0964-8305/$ – see front matter � 2009 Elsevier Ltd. All rights reserved.
doi:10.1016/j.ibiod.2009.09.007

International Biodeterioration & Biodegradation 63 (2009) 1102–1106

gu
Note
J. Wen, K. Zhao, T. Gu, I. Raad, "A green biocide enhancer for the treatment of sulfate-reducing bacteria (SRB) biofilms on carbon steel surfaces using glutaraldehyde," International Biodeterioration & Biodegradation, 63, 1102–1106 (2009). 



Author's personal copy

seawater was reported by Atkinson and Bingman (1996). Culture
media were sterilized using an autoclave before use.

2.2. Substratum for biofilm growth

Disk shaped C1018 coupons with a top surface area of 1.12 cm2

were used as the substratum for biofilm growth in 100 ml vials.
The bottom surface and the side surface were coated with Teflon to
prevent exposure. Before immersion into the vials, the exposed
surface was polished using sand papers with 200, 400 and 600 grits
successively.

2.3. EDDS

Octaquest�2 E30, a trisodium salt of EDDS known as [S,S]-EDDS
(Fig. 1), was used. It is a biodegradable chelator having similar
chelation ability as EDTA, with no persistent metabolites formed
during biodegradation (Schowanek et al., 1997).

2.4. Efficacies of biocide enhancers for inhibition
of planktonic SRB growth

Planktonic SRB growth was carried out in 100 ml anaerobic vials.
An anaerobic chamber with a nitrogen environment was used to
provide an anaerobic environment for inoculation. After distrib-
uting 50 ml of the medium into each vial and adding an appropriate
amount of a biocide and a biocide enhancer, it was inoculated with
a two-day old SRB seed culture. The initial SRB cell concentrations
were 1.42 � 106 cells/ml right after inoculation. The vials were
sealed and then placed in an incubator at 37 �C. SRB growth was
monitored by counting the (viable) motile planktonic cells using
a hemocytometer under an optical microscope at 400� magnifi-
cation in broth samples drawn from the vials using a syringe.

2.5. SEM observations

To study the SRB biofilm on a C1018 carbon steel coupon under
SEM, the coupon’s exposed surface was exposed to 2.5 wt% glutar-
aldehyde for 8 h and subsequently washed with a graded series
(30%, 50%, 70%, 100% v/v) of ethanol for dehydration. The sample
was then critical point dried and coated with a gold alloy prior to
SEM observations. The entire surface area of coupons was examined
under SEM to locate sessile SRB.

2.6. EDDS and glutaraldehyde in inhibiting SRB biofilm formation

Laboratory experiments were carried out in 100 ml anaerobic vials
at 37 �C. Nitrogen sparging was used to remove oxygen in liquids. In
some cases, 0.5 g/L of cysteine as an oxygen scavenger was used to
prevent contamination by trace amount of oxygen. Different concen-
trations of glutaraldehyde and EDDS were added to vials before inoc-
ulation (Table 1). 1 ml of two-day old SRB stock culture was used to
inoculate each vial. The SRB cell concentration right after inoculation
was about 4.3 � 105–5.1 � 105 cells/ml. Initial pH was around 6.8 in
modified ATCC 1250 medium and around 7.8–8.1 in ASW. Coupons
were taken out after around 8 days for SEM examination.

2.7. EDDS and glutaraldehyde in treating established SRB biofilms

Biofilms were pre-grown in ATCC 1250 medium. One coupon was
taken out for SEM analysis 4 days after inoculation to validate that the

coupon surface was indeed covered by a biofilm. Coupons covered
with biofilms were washed with sterilized distilled water, and then
transferred into vials with fresh modified ATCC 1250 medium. EDDS
and glutaraldehyde at different concentrations were then added
(Table 1). All the procedures were conducted in a nitrogen-filled
anaerobic chamber. Effects of EDDS and glutaraldehyde treatment
were checked 8 days after they were introduced using SEM analysis.

3. Results and discussion

Glutaraldehyde is a widely used biocide in oil fields as well as
tetrakis hydroxymethyl phosphonium sulfate (THPS), quaternary
ammonium compounds (QAC), bromo-nitropropanediol (BNPD),
etc. Because of its broad-spectrum and biodegradability, glutaral-
dehyde was selected in this study. Because of its interaction with
the SRB culture medium, glutaraldehyde exhibited inhibition (i.e.,
suppression or delay) of SRB cell growth rather than killing them
(Von Rege and Sand, 1998; Gardner and Stewart, 2002; De Savaria
and de Mele, 2005; Cetin et al., 2007). Gardner and Stewart (2002)
reported that 50 ppm of glutaraldehyde retarded the SRB planktonic
growth to 143 h in Postgate C medium. Due to its ability to cross-link
proteins, glutaraldehyde is also a common fixative (Hayat, 2000).
Since the experimental duration was around 8 days to examine the
existence of SRB, the surface morphology comparison would not be
affected by the addition of glutaraldehyde as a fixative (2.5 wt%) at
the end of experiments while the highest concentration used in the
inhibition study was 500 ppm. The standard protocol using 2.5 wt%
assures that all cells are immobilized by killing them.

Table 2 (data from Wen and Gu, 2007) shows the effects of EDDS
on the enhancement of the inhibition of planktonic SRB growth.
30 ppm of glutaraldehyde combined with 2000 ppm of EDDS is
effective to control the SRB growth, while biocide alone lost its
inhibition on SRB growth after 5 days of inoculation. Since a chelator
itself cannot inhibit planktonic SRB growth, it has to combine with
a biocide to take effect. The treatment of 20 ppm of glutaraldehyde
combined with 2000 ppm of EDDS is as good as or better than found
with 30 ppm glutaraldehyde alone.

Biofilms protect sessile bacteria from biocide attacks (Denyer,
1995; Morton et al., 1998). Stoodley et al. (1999) showed that dense
biofilms with sessile cells glued together by extracellular polymeric
substances (EPS) increases mass transfer resistances. The limited
nutrition supply decreases the bacteria metabolic activity and
increases the resistance to biocides. Others suggested that a biofilm
may change the physiology of sessile bacteria, which improve their

Fig. 1. Structure of [S,S]-EDDS.

Table 1
Test matrix for EDDS enhancement of glutaraldehyde treatment of SRB biofilms on
carbon steel surfaces in ASW.

Inhibiting biofilm
formation

Treating established
biofilms

Medium ASW Modified ATCC 1250 Modified ATCC 1250
Glutaraldehyde (ppm) 25 0, 30 30, 500
EDDS (ppm) 0, 2000 0, 2000 0, 2000

2 Octaquest is a registered trademark of Octel Performance Chemicals, Cheshire,
United Kingdom.
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biocide resistance (Morton et al., 1998; Fux et al., 2005). A much
higher concentration of biocide may be needed to remove the
sessile bacteria, compared to the dosage for treating planktonic
bacteria (Davies, 2003; Meyer, 2003). This is supported by the
results in Fig. 2 that indicates that even with a glutaraldehyde
concentration as high as 500 ppm for the treatment of a pre-grown
SRB biofilm, sessile SRB cells were still visible. A more effective
treatment is desired to reduce the dosage.

Trace metals such as manganese, zinc, iron are necessary for
bacteria metabolism and biofilm growth (Dunne and Burd, 1992).
Calcium was reported to be essential in the bonding of polymer
molecules in biofilms (Carpentier and Cerf, 1993). Researchers
found that bacterial adhesion is sensitive to chelating agents, which
have been introduced to treat biofilms during sanitization of
medical instruments (Taweechaisupapong and Doyle, 2000; Banin
et al., 2006; Chudzik et al., 2007). Raad et al. (2003) reported
that EDTA combined with minocycline is effective in eradicating
biofilms on catheter surfaces. They also found that the eradication
of Staphylococcus aureus and Candida parapsilosis biofilms was
sped up greatly by using 25% (v/v) ethanol with minocycline–EDTA
(Raad et al., 2007). Weinberg (2004) pointed out that biofilm
formation was suppressed by iron chelators.

Fig. 3 shows the comparison of coupon surfaces with and
without biocide enhancer. Surface morphology is different between
Fig. 3a (without EDDS) and Fig. 3b (with EDDS). In Fig. 3a sessile SRB
cells are clearly visible, while in Fig. 3b they are absent. Figs. 4 and 5
show the comparison of coupon surfaces with different EDDS and
glutaraldehyde concentrations in modified ATCC 1250 medium.

Sessile SRB grew better in ATCC 1250 that is much more nutritious
than ASW. EDDS alone did not prevent SRB biofilm establishment
(Fig. 4). In contrast, sessile SRB were absent on coupon surface with
30 ppm of glutaraldehyde and 2000 ppm EDDS (Fig. 5b), while the

Table 2
Time to attain stationary phase for planktonic SRB growth in ASW with and without
EDDS and glutaraldehyde treatments.

Treatment Time to attain
stationary phasea (h)

2000 ppm of EDDS, no glutaraldehyde 21
10 ppm of glutaraldehyde, no EDDS 21
10 ppm of glutaraldehyde, 2000 ppm of EDDS 76
20 ppm of glutaraldehyde, no EDDS 76
20 ppm of glutaraldehyde, 2000 ppm of EDDS 116
30 ppm of glutaraldehyde, no EDDS 116
30 ppm of glutaraldehyde, 2000 ppm of EDDS >212

a Starting from inoculation time. Cell concentration right after inoculation was
around 1.4 � 106 cells/ml. Cell concentration at stationary phase was around
2.2 � 108 cells/ml.

Fig. 2. Pre-grown SRB biofilm treated with 500 ppm glutaraldehyde in modified ATCC
1250 medium for 8 days. The figure is representative of about 0.3% of the total exposed
coupon surface. Scale bar in the insert is 5 mm.

Fig. 3. Effects of EDDS enhancement of glutaraldehyde on preventing SRB biofilm
establishment using 25 ppm of glutaraldehyde in ASW for 8 days: (a) without EDDS;
(b) with 2000 ppm of EDDS. The figure is representative of about 0.3% of the total
exposed coupon surface. Scale bar in the insert is 2 mm.

Fig. 4. Control sample with 0 ppm of glutaraldehyde and 2000 ppm of EDDS in
modified ATCC 1250 medium for 8 days. The figure is representative of about 0.3% of
the total exposed coupon surface. Scale bar in the insert is 5 mm.
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same concentration of glutaraldehyde alone was not effective
against the sessile SRB (Fig. 5a).

Piet and Rossmoore (1984) reported the synergistic effects of
monocopper citrate (II) (MCC) with antimicrobial agents. MCC as
a chelator by itself did not inhibit bacterial growth. The authors
stated that the possible working mechanism was that toxic copper
ions form complexes with MCC in the outside liquid medium
at a high pH and they are released inside the microbial cells at pH 7.
Rosemoore (1987) later patented its uses. One of the specified
applications was in metalworking fluids. Allison et al. (2000) dis-
cussed the possible antimicrobial resistance mechanisms of bio-
films. The reaction-diffusion-limitation theory may explain the SRB
biofilm behavior. In addition to its barrier to antimicrobial/biocide,
EPS itself will react with biocides, thus reduce the effectiveness
of biocides. As discussed previously, EDDS may inhibit the bacterial
adhesion and then biofilm formation by chelating several cations
which are keys for biofilm matrices, enhancing the penetration of
glutaraldehyde to SRB biofilm.

Figs. 2 and 6 show the EDDS enhancement of glutaraldehyde
treatment of established SRB biofilms. Sessile SRB cells were obvi-
ously present on coupon surfaces with 30 ppm glutaraldehyde
treatment alone (Fig. 6a). With the added 2000 ppm of EDDS, sessile
SRB cells were hardly noticeable (Fig. 6b). The effect of EDDS
enhanced 30 ppm glutaraldehyde treatment is better than 500 ppm
glutaraldehyde treatment without EDDS shown in Fig. 2. Vaara (1992)

mentioned that chelators can remove the divalent cations such
as Mg2þ and Ca2þ from lipopolysaccharide resulting in increased
permeability on the outer membrane for Gram-negative cells. With
the help of EDDS, it might be easier for glutaraldehyde to penetrate
through the SRB biofilms and the outer membrane of SRB, achieving
the higher efficacy on inhibition of sessile SRB growth.

4. Conclusions

Preliminary experimental data in this work demonstrated that
EDDS has efficacy in enhancing glutaraldehyde for the inhibition of
SRB biofilm establishment and for the treatment of established SRB
biofilms. EDDS can be used to cut down the glutaraldehyde dosage
considerably. The data above showed at least an order of magnitude
dosage reduction could be achieved. These initial tests used a rather
high concentration of EDDS to prove the concept. Tests using lower
dosages of EDDS and combination with biocides like THPS, BNPD
and QAC are desired in the future.
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Fig. 5. Effects of EDDS enhancement of glutaraldehyde on preventing SRB biofilm
establishment using 30 ppm of glutaraldehyde in modified ATCC 1250 medium for 8
days: (a) without EDDS; (b) with 2000 ppm of EDDS. The figure is representative of
about 0.3% of the total exposed coupon surface. Scale bar in the insert is 5 mm.

Fig. 6. Effects of EDDS enhancement of glutaraldehyde on treating established SRB
biofilm using 30 ppm of glutaraldehyde in modified ATCC 1250 medium for 8 days:
(a) without EDDS; (b) with 2000 ppm of EDDS. The figure is representative of about
0.3% of the total exposed coupon surface. Scale bar in the insert is 5 mm.
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