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Usefulness of Bacteriological  
Monitoring of Endoscope Reprocessing 

Julia Kovaleva and Astrid Buss 
University Medical Center Groningen, Laboratory for Infectious Diseases Groningen, 

The Netherlands 

1. Introduction   

Flexible endoscopy is a widely used diagnostic and therapeutic procedure. In The Netherlands, 

a 26% increase in the number of endoscopies from 325.000 in 1999 to almost 410.000 in 2004 was 

found. The total number of endoscopic retrograde cholangiopancreatographies (ERCP) was 

estimated at 14.596 in 2004 (Terhaar sive Droste et al., 2006). 

Contaminated endoscopes have been linked to more outbreaks of healthcare-associated 
infections than any other medical device. During the period 1974–2004, 70 outbreaks 
following endoscopy procedures were reported in the USA in 64 scientific articles (Seoane-
Vazquez et al., 2006). A total of 10637 patients were exposed to contamination agents during 
28 outbreaks. Inadequate decontamination procedures were the leading cause of 
contamination; equipment malfunction became the second cause of contamination during 
the period 1990–2004. More than 91% of the infections identified could be prevented if 
quality control systems are improved. However, the true transmission during endoscopy 
may go unrecognized because of inadequate surveillance or no surveillance at all, low 
frequency and absence of clinical symptoms (Srinivasan, 2003). 
Endoscopes become heavily contaminated with blood, secretions and microorganisms 
during use, and because each endoscope may be used for different patients in a single day, it 
is essential to clean and disinfect them effectively between every endoscopic procedure in 
patients. Accurate reprocessing of flexible endoscopes must involve cleaning, followed by 
high level disinfection with further rinsing and drying before storage. Most contemporary 
flexible endoscopes cannot be heat-sterilized and are designed with multiple channels and 
ports which are exposed to body fluids and are difficult to clean and disinfect (Nelson et al., 
2001). Growth of biofilms inside endoscope channels can result in failure of the endoscope 
reprocessing and is an important factor in the pathogenesis of endoscopy-related infections 
(Buss et al., 2008; Kovaleva et al., 2009). Such events should be prevented by well instructed 
personnel, well functioning washing, disinfection and drying equipment and observance of 
general hygiene guidelines in the endoscopy center. 
Bacterial transmission from endoscopes to patients tends to be incidentally identified when 
an unusual species or a microorganism with an uncommon resistance profile is involved. 
The microorganisms most frequently associated with iatrogenic transmission during 
endoscopy are gram-negative bacteria (Pseudomonas aeruginosa, Serratia marcescens and 
Salmonella species), mycobacteria and yeasts (Buss et al., 2008; Kovaleva et al., 2009; Spach et 
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al., 1993). These microorganisms can be transferred from previous patients or contaminated 
cleaning sources (reprocessing equipment, water supply lines) by contaminated endoscopes 
or accessories (Srinivasan, 2003).  
Endoscopy-related outbreaks are associated with high costs including the costs of the 
epidemiological investigation of the outbreak, the diagnosis and treatment of the affected 
patients, and the use of resources cost associated with endoscope unit inactivity (Seoane-
Vazquez et al., 2006). 
Microbiological surveillance of endoscope reprocessing is appropriate to trace 
contamination of endoscopes and to prevent contamination and infection in patients after 
endoscopic procedures. Routine microbiological monitoring of endoscope reprocessing has 
been recommended by several organizations (Beilenhoff et al., 2008; Systchenko et al., 2000). 
The repeated detection of an infection with the same microorganism in patients after 
endoscopic procedures in the University Medical Center Groningen (UMCG), The 
Netherlands, led to the implementation of the surveillance system for evaluation of the 
efficacy of the endoscope reprocessing (Buss et al., 2008; Kovaleva et al., 2009).  

2. Endoscopy-related infections 

Flexible endoscopes belong to semi-critical devices which come in contact with mucus 
membranes or non intact skin during endoscopic procedures. Endoscopes for therapeutic 
procedures (bronchoscopy, ERCP) are used in sterile body cavities. They are frequently 
designed with small lumina and multiple channels which are difficult to clean and disinfect. 
Such endoscopes should be sterilized or receive an intensive disinfection procedure 
(Alvarado & Reichelderfer, 2000). 
Infections related to endoscopes can be divided into two types: endogenous and exogenous. 
Endoscopic procedures most often result in endogenous infections (i.e., infections resulting 
from the patient’s own microbial flora) and Escherichia coli, Klebsiella, Enterobacter species and 
enterococci are generally isolated (Spach et al., 1993). Endogenous infections are associated 
with endoscopy but can not be prevented by well controlled disinfection procedures. The 
exogenous microorganisms most frequently associated with transmission during 
bronchoscopy are P. aeruginosa and Mycobacterium tuberculosis, atypical Mycobacterium 
species, and P. aeruginosa the most common in gastrointestinal endoscopy (Nelson & 
Muscarella, 2006). These microorganisms can be transmitted from previous patients or 
contaminated reprocessing equipment by contaminated endoscopes or its accessory 
equipment. Exogenous infection should be prevented by strict endoscope disinfection 
procedures (Srinivasan, 2003). 

2.1 Endoscopy-related infection associated with gastrointestinal endoscopy 

Bacteraemia occurs in any situation where there is damage of the mucosal membrane (for 
example, during teeth cleaning). The presence of bacteraemia after an endoscopic procedure 
does not indicate that serious clinical infection is present. Microscopic tissue trauma 
occurring during endoscope insertion can result in the passage of microflora into the 
bloodstream. The microorganisms isolated from the blood cultures belong to the 
oropharyngeal commensal microflora and are general of low pathogenicity (O'Connor et al., 
1983). 
The important risk factors of endoscopy-related infections in gastrointestinal endoscopy are 
the number of microorganisms present inside the endoscope or its accessories or the growth 
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of a biofilm, invasive endoscopic procedures resulting in tissue damage, compromised 
immune status of the patient and the presence of infective foci (abscess, cholangitis) during 
an endoscopic procedure (Gastroenterological Society of Australia, 2006).  
The role of antibiotic prophylaxis in gastrointestinal endoscopy is controversial. 
Prophylactic antibiotic administration is not recommended for any gastrointestinal 
endoscopic procedure (Hirota et al., 2003). Only patients with bile duct obstruction, 
immunosuppression or previous endocarditis may need the prophylaxis during ERCP or 
other therapeutic gastrointestinal endoscopic procedure (Cotton et al., 2008). Recent studies 
examining antibiotic prophylaxis prior to ERCP concluded that it may reduce the incidence 
of bacteraemia, but did not reduce the incidence of clinical sepsis or cholangitis. Optimum 
benefit of antibiotics is obtained if therapeutic levels are present in the tissues at the time of 
endoscopic procedure. Antibiotic prophylaxis should be started intravenously at least one to 
two hours before the procedure (Cotton et al., 2008; Harris et al., 1999; Gastroenterological 
Society of Australia, 2006).  
Despite the large number of annually performed procedures, iatrogenic infections due to 
flexible gastrointestinal endoscopy are apparently rare. ERCP is the only endoscopic 
procedure which has been associated with a significant rate of procedure-induced infection 
(Christensen et al., 2004). The common pathogenic microorganisms encountered in the 
biliary tree are P. aeruginosa, E. coli, Klebsiella, Bacteroides species and enterococci. 
A complication of ERCP can be defined as any event occurring during the 30-day period 
after the procedure that changed the health status of a patient negatively. Post-ERCP 
complications can be divided into mild (required up to 3 days in hospital), moderate 
(required 4 to 10 days of hospitalization) and severe complications (required more than 10 
days of hospitalization, surgical intervention and/or resulted in the death of the patient) 
(Cotton et al., 1991).  
Cholangitis and bacteraemia following ERCP can occur due to exogenous source 
(contaminated endoscope or accessories) or endogenous bacterial flora. Bloodstream 
infection is one of the most serious complications of this procedure, with the actual 
incidence varied from 0% to 27% in different populations and with the 8% - 20% mortality 
rate (Anderson et al., 2008; Kullman et al., 1992). Cholangitis, the most frequent infective 
complication of ERCP, most commonly results from inadequate drainage of infected and 
obstructive biliary duct system (Low et al., 1980). Post-ERCP cholangitis is defined by a 
typical clinical picture (temperature >38°C, upper abdominal colicky pain, 
cholestasis/jaundice) without evidence of other concomitant infections with/without 
positive gall cultures obtained during the biliary drainage (Masci et al., 2001). 

2.1.1 Role of Pseudomonas aeruginosa in endoscopy-related infections   

P. aeruginosa, a gram-negative opportunistic pathogen, is the most commonly reported 
organism responsible for transmission of infection during gastrointestinal endoscopy. It is 
known by its preference for a moist environment (wet endoscope channels after 
reprocessing, hospital water supply) (Nelson & Muscarella, 2006). Pseudomonas is well 
known to be able to form biofilms, and these biofilms are extremely difficult to remove 
from plumbing, automatic endoscope reprocessors and endoscope channels (Pajkos et al., 
2004).  
Pseudomonas contamination of endoscopes was first reported in the mid-70s (Bilbao et al., 
1976) and is adequately documented as a serious clinical cause of ERCP-associated infection 
by 1980 (Low et al., 1980). Outbreaks of P. aeruginosa sepsis and cholangitis following ERCP 
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continue to be reported. Frequently, the infection has not been recognized because of 
inadequate surveillance, low frequency and absence of clinical symptoms. It comes to light 
only as a result of infection control procedures.  
According to the recent reports, P. aeruginosa transmission during gastrointestinal 
endoscopy has been attributed to (1) inadequate high-level disinfection of the endoscope 
channels after endoscope reprocessing prior to storage (Allen et al., 1987; Fraser et al., 2004), 
(2) colonization of the water supply to the endoscope (Bass et al., 1990) and (3) defective 
disinfecting machines, failure in design or defects in endoscope channels and accessories 
(Alvarado et al., 1991; Nelson & Muscarella, 2006). Serotype 10 of P. aeruginosa was 
predominating in the published reports of Pseudomonas transmission (Allen et al., 1987; 
Alvarado et al., 1991). This serotype persisted in the outbreaks despite the intensive 
disinfection procedures. This phenomenon was linked to biofilm formation but no 
explanation was found as to why this serotype was isolated. 
Inadequate drying of the endoscope channels prior to storage was responsible for the 
outbreaks of Pseudomonas bacteraemia after ERCP (Allen et al., 1987; Classen et al., 1988). P. 
aeruginosa remaining in the endoscope moist channels after reprocessing can colonize and 
multiply to high numbers during storage. This situation can result in an increased risk of 
transmission to the first patient of the day during an ERCP procedure. 

2.1.2 Example of an outbreak of Pseudomonas sepsis after ERCP   

We have recently been confronted with an outbreak of multidrug-resistant P. aeruginosa 
sepsis affecting six patients after ERCP. Our registration system enabled us to retrieve one of 
three endoscopes daily in use as the possible source of infection. Epidemiologic 
investigation including microbiological sampling of the implicated endoscope, the washer 
disinfectors and the tubes connecting the washer disinfectors and the endoscopes was 
performed. The results of recent surveillance cultures from diagnostic and therapeutic 
endoscopes were reviewed. Environmental investigations to determine potential reservoirs 
or sources of contamination included wash tables, sinks, drying cabinets, hand soap and 
detergent soap for endoscopes. The medical records of all patients who underwent ERCP 
with this endoscope from introduction in service until it was removed from service were 
reviewed. 
All of the cultures from the washer disinfectors, the connecting tubes, other endoscopes, and 
from the environmental surfaces in the endoscopy center were negative for P. aeruginosa. 
Epidemiologic investigation found that the implicated ERCP endoscope had contamination 
with P. aeruginosa in microbiological surveillances before the outbreak, despite intensive 
high level disinfection procedures. The endoscope was removed from service and 
underwent sterilization with ethylene oxide. Following gas sterilization, the implicated 
endoscope was found to have P. aeruginosa-negative cultures and was re-introduced into 
service. However, 4 months later, it was again contaminated with P. aeruginosa. The 
endoscope was sent to the manufacturer for repair. Structures suggesting the presence of 
biofilm were found on the inner surface of the undamaged endoscope channels. The 
endoscope channels were changed. 
The available P. aeruginosa strains were subjected to molecular typing by repetitive DNA 
sequence-based polymerase chain reaction (rep-PCR) using the DiversiLab System for DNA 
fingerprinting (BioMérieux, France). The isolates from the six patients and from the 
endoscope channels, obtained before gas sterilization, showed matching patterns (similarity 
above 95%) (Kovaleva et al., 2009).  
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2.2 Endoscopy-related infection associated with bronchoscopy 

During the period 1974-2004, bronchoscopy procedures accounted for 47.5% of the 
endoscopy-related infections in the USA and 21.1% of the infections in other countries 
(Seoane-Vazquez et al., 2007). Several studies have found bronchoscopy procedures to be 
relatively more prone to infection transmission than gastrointestinal endoscopic procedures 
(Seoane-Vazquez et al., 2007; Spach et al., 1993). 
The microorganisms most frequently associated with transmission during bronchoscopy are 
gram-negative bacilli, particularly P. aeruginosa or Enterobacteriaceae or infection with M. 

tuberculosis or other mycobacteria (Cêtre et al., 2005; Nelson & Muscarella, 2006). While 
isolation of various Enterobacteriaceae from the lungs is not rare, severe nosocomial 
pneumonia is not frequently diagnosed in patients during infection outbreaks. It is possible 
that the incidence of pneumonia related to bronchoscopy is underestimated (Shimonom et 
al., 2008). The pathogens of nosocomial pneumonia are related to the timing of onset. 
Microorganisms responsible for early-onset nosocomial pneumonia are generally 
endogenous. In late-onset nosocomial pneumonia, the causative microorganisms include 
potentially multidrug-resistant nosocomial organisms such as P. aeruginosa.  
Three large outbreaks of P. aeruginosa infections following flexible bronchoscopy 
associated with a loose port of the biopsy channel of the bronchoscope were reported in 
the literature (Cêtre et al., 2005; Kirschke et al., 2003; Srinivasan et al., 2003). Another two 
Pseudomonas outbreaks were associated with a damaged internal channel caused by 
defective biopsy forceps (Corne et al., 2005). A contaminated bronchoscope washer 
disinfector was the source of the several Pseudomonas outbreaks (Schelenz & French, 2000; 
Shimonom et al., 2008). 
Numerous reports of mycobacterial transmission by flexible bronchoscopy have been 
reported. Mycobacterial infections during bronchoscopy have been related to contaminated 
suction valves (Wheeler et al., 1989), cracked biopsy channels (Pappas et al., 1982), 
contaminated topical anaesthetic solutions (Leers et al., 1980) and contaminated disinfecting 
machines (Bryce et al., 1993; Fraser et al., 1992). 
The last two years we were confronted with repeated contaminations of flexible 
bronchoscopes with fastidiously growing Methylobacterium. Methylobacterium was also 
isolated from the broncho-alveolair lavages of the patients after bronchoscopy with the 
contaminated bronchoscopes. We consider Methylobacterium as a contaminant being the 
cause of pseudo-infections because no patient manifested true infection with this bacterium. 
Methylobacterium is a fastidious, slowly growing gram-negative rod that forms pink colonies 
on agar plates and is a common contaminant in water (Sanders et al., 2000). Nevertheless it 
has been described as opportunistic human pathogen and has been shown to be able to 
cause colonization and infections in immunocompromised patients (Kaye et al., 1992; Liu et 
al., 1997). Two publications of Methylobacterium contamination related to endoscopic 
procedures were found in the literature. One patient developed Methylobacterium 
bacteraemia following ERCP with the contaminated endoscope (Imbert et al., 2005). A 
pseudo-outbreak of Methylobacterium mesophilicum and Mycobacterium chelonae was described 
in patients who underwent bronchoscopy. M. mesophilicum was isolated from broncho-
alveolar lavages obtained from ventilated patients. Methylobacterium grew from the 
bronchoscopes and automated washers which were revealed as the source of the 
contamination. The presence of biofilm was demonstrated on tubing from the manifold 
block to the top of the reservoir (Kressel & Kid, 2001). 
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3. Microbiological surveillance of endoscope reprocessing 

Endoscopes, especially the instruments with highly refined technical properties, can be 
cleaned and disinfected but not sterilized after use. This implies the risk of settlement of 
biofilm producing species, which can not be removed with current cleaning and disinfection 
procedures. A currently applied surveillance protocol for endoscopes demonstrates 
recurrent colonization of these instruments. Occasionally this leads to series of infections in 
patients, who become severely ill with pathogenic species being part of the biofilm which 
has settled in the interior of the endoscope.  
In The Netherlands the current guidelines advise no routine microbiological surveillance 
of endoscopes, only under special circumstances like a defect of the endoscope or in the 
disinfection process and also in case of an outbreak (Dutch Infection Prevention Working 
Party, 2004). In our opinion is a good working disinfection process no guarantee on 
“clean” endoscopes, because damage of the endoscope itself occurs during use, e.g. due to 
through scratches in the working channel by the biopsy forceps, and forms a niche for 
rising microbiological biofilm. Outbreaks can easily be overlooked and are often only 
recognized if special microorganisms are involved, like outbreaks caused by a multi-
resistant E. coli in 2002 and by a multi-resistant P. aeruginosa in 2008 in patients after ERCP 
in the UMCG (Kovaleva et al., 2009). Recently in France hospitals duodenoscopes-related 
nosocomial infections due to Klebsiella pneumoniae producing extended-spectrum beta-
lactamase (ESBL) occurred (Aumeran et al., 2010) and also of even more multidrug-
resistant K. pneumoniae carbapenemase (KPC)-producing K. pneumoniae type 2 (Carbonne 
et al., 2010).  

3.1 Endoscope reprocessing 

Accurate reprocessing of flexible endoscopes must involve cleaning, followed by high level 
disinfection with further rinsing and drying before storage. If the programme does not 
include an adequate drying phase, like after manual disinfection, the instrument must be 
disinfected again if it has not been in use for longer than 4 hours (Dutch Infection 
Prevention Working Party, 2004). Because almost all outbreaks are related to breaches in 
reprocessing techniques, it is crucial that endoscope cleaning and disinfection are performed 
carefully. However, process control of the endoscope reprocessing does not guarantee 
prevention of settlement of biofilm and consequent shedding of bacteria during endoscopy. 
Disinfection and drying procedures may fail in the endoscope with a manufacturing defect 
or damaged internal channels when the decontamination process cannot reach all internal 
parts of the instrument, and biofilm formation will occur within the endoscope channels 
(Kovaleva et al., 2009; Srinivasan, 2003). 
At the UMCG endoscope reprocessing is performed according to the recommendations of 
the Dutch national guideline (Dutch Infection Prevention Working Party, 2004) and to the 
manufacture’s recommendations. After manual pre-cleaning and cleaning with detergent 
(Neodisher Mediclean, Dr. Weigert, Hamburg, Germany) and rinsing with water, 
endoscopes are disinfected 10 minutes at the temperature of 25 ºC in one of the automatic 
washer disinfectors (WD 440, Wassenburg Medical Devices B.V., The Netherlands) with 1 % 
Neodisher Septo PAC (Dr. Weigert, Hamburg, Germany). This disinfectant contains a blend 
of peracetic acid (1 %), acetic acid (< 20%) and hydrogen peroxide (15-30%). After 
disinfection endoscopes are dried for 2 hours at 50 ºC using sterile compressed air and 
hereafter are stored in drying cabinets with continuous flow of dry compressed air at room 
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temperature. If a flexible endoscope is used for different patients in a single day, the 
disinfection and drying procedures will be performed between patients. 

3.2 Surveillance algorithm 

In the UMCG the surveillance system for evaluation of the efficacy of the endoscope 
reprocessing was implemented. According to our surveillance protocol, therapeutic 
gastro- and duodenoscopes are microbiologically tested monthly and diagnostic 
endoscopes once every 3 months (Buss et al., 2008; Kovaleva et al., 2009). A decision 
algorithm was designed for interpretation of the relevance of positive culture results 
(Figure 1). 
 

 

Fig. 1. Decision algorithm for endoscope surveillance. 

If, in terms of the decision algorithm, a contamination problem occurs or clinical data 
suggest transmission, additional samples are taken from the washer disinfectors and also 
from the tubes connecting the washer disinfectors and the endoscopes and other endoscope 
accessories. Culturing of special microorganism (e.g. mycobacteria) might be indicated. 
After a single contamination with a relevant microorganisms (e.g., Enterobacteriaceae, Candida 
species, gram-negative nonfermenters, Staphylococcus aureus), the endoscope is taken out of 
service in patients and the results of repeat sampling are awaited. Such endoscopes undergo 
an intensive high level disinfection procedure. Endoscopes with positive cultures for the 
same clinically relevant microbial species in two consecutive tests after high level 
disinfection procedures stay out of use and undergo an additional reprocessing step using 
sterilization with ethylene oxide followed by microbiological testing before use.  
A contaminated endoscope should be inspected for potential defects. Unfortunately, it is not 
possible to adequately check all internal endoscope channels. Cracking, splitting, channel 
wall holes can all be the source of bacterial contamination within the endoscope which can 
be difficult to impossible to detect by routine inspection and testing.  
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In the literature there are no standards about frequency of the testing intervals of surveillance 
cultures. The Gastroenterological Society of Australia  guideline (2006) recommends the 
microbiologic monitoring of ERCP endoscopes and bronchoscopes every 4 weeks and all other 
gastrointestinal endoscopes every 4 months. According to the European Society of 
Gastrointestinal Endoscopy guideline, routine microbiological testing of endoscopes is advised 
to perform at intervals no longer than 3 months (Beilenhoff  et al., 2007).  
Every microbiological surveillance system has one important limitation. If there is a clinical 
demand for reuse of an endoscope in the mean time, surveillance culture results will likely 
not be obtained until after the endoscope is used on the next patient because cultures take a 
minimum of 24 to 48 hours to incubate (Beilenhoff  et al., 2007). 

3.3 Sampling technique 
Sampling of patient-ready endoscopes can be performed with two different techniques. For 
anterograde sampling, the last rinse water from the endoscope is collected inside the washer 
disinfector at the distal end of the endoscope. At the endoscopy center in the UMCG, we use 
a retrograde technique to obtain surveillance specimens for culture from the biopsy/suction 
and the water/air endoscope channels (Buss et al., 2008; Kovaleva et al., 2009).  
For retrograde sampling, the biopsy/suction channel and the water/air channel of the 
endoscope are each flushed with 20 ml sterile demineralised water manually outside the 
washer disinfector from the distal to the proximal end. To allow the water to enter the small 
distal openings of the channels, we connect the syringe with an adapter taken from a 
gastrointestinal dilator (Savary-Gilliard Dilators; Cook Medical, Bloomington, IN, USA). For 
sampling under sterile conditions this work has to be done by two persons. The water is 
collected at the proximal ends of the channels. The biopsy/suction channel is flushed a 
second time after collecting the water at the suction port and the endoscope is then turned 
upside-down in order to collect the fluid at the biopsy port. Sampling options can differ 
depending on the design of the endoscope and the washer disinfector. Samples should be 
processed shortly after collecting. All samples from endoscopes are sent for culturing. In 
case of positive results all isolated strains are stored. 
If sampling of washer disinfectors is indicated samples from all water channels, the water 
inlet and the water reservoir and from the tubes connecting the washer disinfectors and the 
endoscopes should be taken. To enhance the sensitivity of culturing, the washer disinfector 
can be taken out of use at the end of a normal working day and samples should be taken 
several days later or at least after one overnight storage period. Following this procedure an 
auto-disinfection cycle can be run and one to several days later a second sampling can be 
performed.  
The endoscopes have to be sampled in a retrograde manner, because anterograde sampling 
is not sensitive enough, as shown by our own data (Buss et al., 2008) and those of another 
study (Srinivasan et al., 2003). Srinivasan et al. (2003) and Cêtre et al. (2005) sampled the 
biopsy suction channel retrogradely using the suction button of bronchoscopes to suck back 
the sample fluid, used for flushing, to the proximal channel opening. In our approach the 
water and air channels of gastrointestinal endoscopes were sampled retrogradely. 
Alternatively, flushing through combined with brushing may be used (Rejchrt et al., 2004). 
During the endoscopy-related outbreak caused by ESBL-positive K. pneumoniae in France the 
epidemic strain was finally isolated from one duodenoscope by flushing and brushing the 
channels (Aumeran et al., 2010). We know no comparison of the sensitivities of these 
variants with that of our way of retrograde sampling. The mechanisms underlying the 
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higher sensitivity of retrograde sampling need to be further investigated. Probably, 
changing the direction of the water flow leads to easier removal of organic material and 
biofilm that have grown with the anterograde flow of the disinfection procedure. Niches 
inside the endoscopes that are not reached by the anterograde sampling flow may become 
more accessible. 

3.4 Laboratory protocol   

One hundred mL of each sample are inoculated on agar plates for aerobic culturing as 
follows: blood agar (BA; 5% blood sheep agar; Oxoid Ltd., Cambridge, UK), chocolate blood 
agar (CHOC; Oxoid), Sabouraud dextrose agar with 0.02 g/L aztreonam and 0.02 g/L 
vancomycin (SABav; Oxoid), and tryptone glucose extract agar (TGE; Oxoid). The cultures 

are incubated for 4 days at 35 C (BA, CHOC, SABav) or 7 days at room temperature (TGE). 
In addition, 1 mL of each sample are added to an aerobic blood culture bottle and incubated 
for 4 days in the BacT/ALERT system (bioMérieux SA, Marcy l’Etoile, France). Alternatively 
to the use of a broth medium, samples can be filtrated to concentrate the microorganisms 
and the filters cultured.  
Bacterial isolates and yeasts are identified according to standard determination schemes.  
If indicated, culturing of mycobacteria can be done following standard sampling 
procedures. We do not culture for anaerobic microorganisms nor do we carry out virus 
detection. 

3.5 Culture results and interpretation 

In 2008 208 retrograde samples from endoscopes were taken. With retrograde sampling, 
20% (42/208) of all endoscope cultures were found to be contaminated with a 
microorganism; 5.3% (11/208) of the tests resulted in withdrawal of the contaminated 
endoscopes, followed by repeated intensified disinfection procedures and gas 
sterilization. Previous surveillance data from September 2002 until January 2005 
demonstrate the much higher sensitivity of retrograde versus anterograde taken samples. 
The percentage of positive cultures of anterograde versus retrograde samples were 7.9% 
respectively 31% for all microorganisms and for yeasts alone 2.8% respectively 25% (Buss 
et al., 2008).  
Various groups of bacteria were found in the surveillance cultures. The following 
microorganisms were frequently found: aerobic gram-positive cocci, Enterobacteriaceae, 
gram-negative nonfermenters (Pseudomonas, Acinetobacter species). Repeated endoscope 
contamination with Stenotrophomonas maltophilia and Methylobacterium is regularly 
demonstrated, after which intervention conform the protocol is implemented. Frequently 
more than one species was found in one culture; in many cases this was a mix of Candida 
species with gram-negative rods or nonfermenters.  
In the course of time we found an increasing number of endoscopes positive for non-
albicans Candida species, in particular Candida parapsilosis (77% of all further identified 
non-albicans Candida species). The persistent culturing of C. parapsilosis was generally an 
indicator of a disinfection problem and may be caused by a low disinfection temperature. 

3.6 Economic burden of endoscope reprocessing and endoscopy-related infection  

The literature related to the costs associated with endoscope reprocessing and the economic 
consequences of endoscope contamination is very limited. The economic evaluation of 
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exogenous endoscopy-related outbreaks should include the analysis of outcomes (the 
number of prevented exogenous endoscopy-related infections) and the estimation of the 
health care, non-health care and indirect costs (Seoane-Vazquez et al., 2006). The health care 
costs include the costs of the epidemiological investigation of the outbreak, the diagnosis 
and treatment of the affected patients, and the use of resources cost associated with 
endoscope unit inactivity. A study of post-arthroscopy infections estimated the cost 
approximately at $9,155 per case (Babcock et al., 2003).  
The economic evaluation of the microbiological surveillance should include a calculation of 
the costs for the microbiological tests, costs in time for nursing staff to collect the samples, 
costs of endoscope recall and extra disinfection procedures or service of the endoscopes. 
Recent articles pointed to the high cost of periodic monitoring of endoscopes, washer 
disinfectors and the environment. A recently published study analysed the cost of 4-weekly 
surveillance microbiological tests of bronchoscopes, duodenoscopes and automated washer 
disinfectors during a 5-year period. The overall cost of performed tests and cost in time for 
nursing staff to collect the samples was estimated at $AUD 100.400 (Gillespie et al., 2008). 
The costs of an outbreak with a number of clinical complications as described in our cases 
are usually a multiple of this amount. Microbiological surveillance of endoscope 
reprocessing and intervention protocol can save the high costs associated with incidental 
cases and outbreaks of endoscopy-related infections. 
In the economic analyses performed in 2008 in the UMCG, the costs of the surveillance of 
the endoscope reprocessing (cost of tests and cost in time for staff) were estimated at € 
25.967. Not calculated were the costs for reprocessing and/or revision of endoscopes by the 
manufacturer. It was estimated that the costs of the recent Pseudomonas outbreak, i.e. the 
direct health-care costs for the diagnosis, treatment and hospitalization of the six affecting 
patients, approximated € 157.729. 

3.7 Summary and future prospects 

The UMCG has 9 years of experience with the microbiological monitoring of flexible 
endoscopes, biofilm detection and intervention. Positive results of microbiological surveillance 
have been leading to withdrawal, additional disinfection and incidental gas sterilization of the 
contaminated endoscopes. The risk of contamination and infection were reduced for large 
groups of patients, and the expected costs of the post-endoscopic infectious complications 
were saved (Buss et al, 2008;  Kovaleva et al., 2009). However, our surveillance and 
intervention did not prevent six serious infections by the genotypic similar strain of P. 

aeruginosa, due to the window period in between the surveillance procedures (1 month). 
Our protocol is able to detect a structural problem in the endoscope disinfection process. 
Retrograde sampling is crucial for this purpose, because it has much higher sensitivity than 
anterograde sampling (Buss et al., 2008; Srinivasan et al., 2003). Endoscopes with damaged 
working channels often are the source of the contamination problems.  
Our monitoring and decision algorithm is a product of a learning-by-doing process when 
we were confronted with contamination problems. If we had not done retrograde sampling 
we would not have recognized the structural disinfection problems of individual 
endoscopes. Ideally, an easily performed daily microbiological surveillance method will be 
developed in the future, which can replace culturing and give faster results. This technique 
might be based on adenosine triphosphate measuring or polymerase chain reaction 
detection (Obee et al., 2005; Sciortino et al., 2004).  
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Some investigators have begun exploring sterile-sheathed endoscopes with new technology 
to reduce the risk for infectious complications. The EndoSheath is an endoscope system in 
which all parts of the endoscope that come into contact with the patient are fully disposable 
(Colt et al., 2000; Srinivasan, 2003). The endoscope does not come in contact with the patient 
and does not require disinfection. The disposable sheath, which is in contact with the 
patient, includes the air/water, suction, and working channels. The main purposes of the 
sheath are to prevent the transmission of pathogens, and to reduce the need for high-level 
sterilization. 

4. Impact of biofilms on endoscope reprocessing  

4.1 Definition and properties of biofilm  

Microorganisms in nature do not generally grow in nutrient-rich suspensions as in the 
laboratory, but prefer to grow in surface-associated communities, called biofilms (Bar-Or, 
1990). The phenomenon of biofilm formation by microorganisms on inert surfaces has been 
extensively studied and there appears to be a direct relationship between the ability of the 
organism to form a biofilm and its pathogenicity (Shin et al., 2002).  
A biofilm is an assemblage of microbial cells that is irreversibly attached to a surface and 
enclosed in an exopolysaccharide matrix (Donlan, 2002). Biofilms consist of a substratum to 
which the microorganism adheres, a conditioning film, the matrix and the liquid phase 
(Costerton et al., 1995). A typical biofilm will contain around 85% polysaccharide matrix and 
only 15% bacterial mass. Biofilms may form on different surfaces, including living or dead 
tissues, indwelling medical devices, water supply systems, or endoscope channels (Donlan, 
2002; Pajkos et al., 2004).  
Bacteria growing within biofilms have a number of characteristics that distinguish them 
from planktonic populations. Ability to form biofilms allows microorganisms to survive 
under conditions of drying, chemical and antibiotic exposure. Cells growing within biofilms 
are protected from host immune system and are frequently 1000 times more resistant to 
antibiotics than the non-attached planktonic cells. The increased resistance to antimicrobial 
agents can be explained by poor penetration of an antibiotic into a biofilm, slow growth rate 
and formation of resistant phenotypes of microorganisms within biofilms (Costerton et al., 
1995; Patel, 2005).  
Under adverse conditions, biofilms are capable to release their bacterial population into a 
planktonic state. This ability can be explained by intercellular communication within a 
biofilm (Davies et al., 2008). Signalling systems include quorum sensing (the release of 
signal chemicals in response to increasing population density), biosignal blockers, 
pheromones and butyrylhomoserine lactone. These signalling systems are important in 
regulation of a number of physiological processes, including antibiotic synthesis, plasmid 
transfer and the expression of virulence factors (van Delden & Iglewski, 1998). 
With the increasing use of invasive medical procedures, infections involving biofilms form an 
important risk factor for infectious complications. It has been reported that bacterial biofilm 
causes about 65% of bacterial infections in the clinic (Chicurel, 2000). These infections often 
develop in immunocompromised patients and can be caused by a variety of different 
microorganisms. Biofilm infections show poor manifestation and recurring symptoms after 
antibiotic therapy (Costerton et al., 1995). Bacteria within biofilms are able to evade the host 
immune system. Antibodies are not effective against microorganisms within biofilms, and 
immune complex can damage the surrounding tissues (Cochrane et al., 1985).   
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4.2 Removal of biofilms  

During endoscopy, the environment provides optimal conditions for the growth of biofilms. 
Modern endoscopes contain multiple channels and ports which allow for the collection of 
organic material. The presence of biofilms on the inner surface of endoscope channels has 
been reported in many publications (Buss et al., 2008; Kovaleva et al., 2009; Pajkos et al., 
2004). Even if valid endoscope reprocessing protocols are applied, microbial accumulation 
can lead to the development of a mature biofilm inside narrow endoscope channels in time 
(Pajkos et al., 2004). Biofilm formation on the inner surface of the endoscope channels, 
especially, when these become scratched or damaged, can result in failure of the 
decontamination process. It can create a vicious circle of growth, disinfection, partial killing 
or inhibition and regrowth, resulting in outbreaks of endoscopy-related infections in 
patients who underwent an endoscopy with the biofilm-containing endoscope (Buss et al., 
2008; Kovaleva et al., 2009). 
Scanning electron microscopy is able to reveal incomplete removal of debris from the 
interior part of a dismantled endoscope after reprocessing. Figure 2 shows a bacterial 
biofilm inside an endoscope channel. This endoscope was contaminated not only the inside 
but also the outside of the channels. 
 
 

 

Fig. 2. Scanning electron microscopy picture of bacterial biofilm in an endoscope channel. 

Oxidising agents are the most effective chemicals currently available for killing and 
removing biofilms. Peracetic acid is an oxidising agent usually used for high-level 
disinfection of flexible endoscopes. It is effective against bacteria, fungi, spores and 
viruses, minimally toxic and not corrosive at the concentration recommended for 
disinfection. The biocidal effect of peracetic acid on sessile microorganisms is well known 
(Henoun Loukili et al., 2004). However, the effect of this disinfectant on biological 
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deposits, particularly its ability to fix or to remove biofilms from materials, is not 
completely studied.  
To have potential action on biofilms, relatively high concentrations of the disinfecting 
agent are necessary. Current peracetic acid disinfectants are not used in high 
concentrations for endoscope reprocessing because of corrosive properties 
(Gastroenterological Society of Australia, 2006). According to Marion-Ferey et al. (2003), 
peracetic acid had a limited efficacy in biofilm removal from the silicone tubing in 
haemodialysis systems. Other studies demonstrated the ability of peracetic acid 
disinfectants to fix the E. coli biofilm and blood on to artificial materials (Henoun Loukili 
et al., 2004; Kampf et al., 2004) 
Glutaraldehyde is also an effective agent in endoscope disinfection. It requires a much 
greater time to kill the biofilm and is less effective in causing shedding of the biofilm from 
the surface. However, glutaraldehyde is irritating to the skin, can cause allergic contact 
dermatitis, and may result in irritation of the eyes and nasal mucosa (Alvarado & 
Reichelderfer, 2000). Recently, resistance to glutaraldehyde against some M. chelonae strains 
has been described in the literature (van Klingeren & Pullen, 1993). Kovacs et al. (1998) 
reported a strain of P. aeruginosa responsible for three separate clinical episodes of ERCP-
associated cholangitis and concluded that the organism developed adaptive chemical 
resistance to glutaraldehyde.  
The use of anti-biofilm oxidising agents and disinfectants with antimicrobial coating inside 
washer disinfectors could reduce biofilm build-up inside endoscopes and endoscope 
washers and decrease the risk of transmitting infections (Marion et al., 2006; Rutala & 
Weber, 2001).  
Sterilization can be helpful to destroy microorganisms within biofilms. However, flexible 
endoscopes cannot be heat-sterilized because of vulnerable elements. Low temperature 
hydrogen peroxide plasma and ethylene oxide gas sterilization can be used during 
endoscope reprocessing. Recent studies indicate problems with gas and plasma sterilization 
of long, narrow lumina in the presence of organic soil and salts (Gastroenterological Society 
of Australia, 2006).  

4.3 Role of drying in biofilm removal  

Accurate drying and storage are important factors in the maintenance of bacteria-free 
endoscopes. The potential for microbial growth inside endoscope channels after disinfection 
mainly depends on the conditions within the endoscope channels during drying and 
storage. Wet channels after reprocessing facilitate growth of such microorganisms as 
Pseudomonas and Acinetobacter species during storage (Alfa & Sitter, 1991). The drying 
procedure of the endoscopes after cleaning at 50 ˚C, followed by drying with a constant flow 
of compressed ambient air is applied in the UMCG. 
According to the literature, endoscopes stay bacteria-free after prolonged storage if an 
adequate drying procedure was applied. When stored in the drying cabinet with a laminar 
air flow, no growth of bacteria and Candida species was found in endoscopes channels 5 
days after reprocessing (Rejchrt et al., 2004). Allen et al. (1987) pointed the high efficiency of  
a drying procedure with suctioning 70% alcohol through endoscope channels, followed by 
compressed air in prevention of the further contaminations during the P. aeruginosa infection 
outbreak. 
We recently demonstrated that routine cleaning procedures can not always remove biofilm 
reliably from endoscope channels if the accurate drying procedure is not applied. We 
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studied the ability for biofilm formation and the effects of the peracetic acid-based 
disinfectant, currently in use for endoscope reprocessing in the UMCG, with, and without 
additional drying on Candida albicans, C.  parapsilosis, P. aeruginosa and S. maltophilia biofilms 
(Kovaleva et al., 2010).   
The biofilms were prepared in sterile tissue culture polystyrene 96-well microtiter plates. 
After 72 h incubation, single- and dual-species biofilms were treated for 10 min with the 
disinfectant at concentrations conform the minimal bactericidal concentration of the 
strains tested and at 1% concentration, recommended for disinfection of flexible 
endoscopes by the company. In order to mimic the biofilm formation and to establish a 
possible regrowth of biofilms inside the endoscope channels after reprocessing, we 
developed an in vitro biofilm model which underwent the different steps of the 
disinfection and drying procedures applied for reprocessing of flexible endoscopes 
(Figure 3). The viability of the biofilm was quantified by using the tetrazolium salt (MTT) 
reduction assay and by counting colony-forming yeasts and bacteria of the 10-fold serial 
biofilm dilutions on agar plates. 
 

 

 

Fig. 3. In vitro biofilm model mimicking the different steps of the disinfection procedure 
without and with the drying process in a flexible endoscope. CFU, colony-forming units; 
MTT, tetrazolium salt reduction assay; MBC, minimal bactericidal concentration;  
TSA, trypticase soy agar; PBS, phosphate buffered saline. 

A low MTT formazan signal was demonstrated in all biofilms directly after 10 min 
treatment with the minimal bactericidal concentration and 1% disinfectant (Figure 4a). A 
total inhibition of microbial growth in all biofilms on agar plates occurred after treatment 
with 1% disinfectant. Minimal bactericidal concentration caused a marked inhibition of 
microbial growth of all biofilms but not a 100% bactericidal and fungicidal efficacy. 
Regrowth of all biofilms occurred following 48 h incubation with trypticase soy broth 
directly after treatment with the minimal bactericidal concentration and 1% disinfectant if 
the drying procedure was skipped. No biofilm regrowth occurred in wells after a drying 
procedure for 1, 3 and 5 days in all biofilms (Figure 4b). 
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Fig. 4. Regrowth of the single- and dual-species C. albicans (CA), C. parapsilosis (CAPP), P. 
aeruginosa (PSAE) and S. maltophilia (STMA) biofilms expressed in vitality by measuring the 
MTT signal and expressed in viability in CFU per well after the disinfection procedure with 
MBC and 1% disinfectant (a) without additional drying and (b) with additional drying for 1, 
3 and 5 days.   
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This study demonstrated the high efficacy of the drying procedure after the disinfection step 
against yeasts and bacteria in all single- and dual-species biofilms. Failure of 
decontamination endoscopes can be explained by an invalid drying procedure. 

5. Conclusion 

Contaminated endoscopes have been linked to many outbreaks of device-related 
nosocomial infections. The true incidence of endoscopy-related infections is unknown 
because of inadequate surveillance or no surveillance at all. Endoscopy-related infections 
can cause serious harm and can give rise to concerns over these procedures by physicians 
and patients in. 
Flexible endoscopes can be cleaned and disinfected but not sterilized after use. This implies 
the risk of settlement of biofilm producing species. Routine cleaning and disinfection 
procedures do not remove biofilm reliably from endoscope channels if the accurate drying 
procedure is not applied. This may explain the failure of decontamination during endoscope 
reprocessing. 
Process control of the washing and disinfection procedure is requested and implemented 
but does not guarantee prevention of settlement of biofilm and consequent shedding of 
bacteria during endoscopy. Implementation of a microbiological surveillance of endoscope 
reprocessing is appropriate to detect early colonization and biofilm formation in the 
endoscope and to prevent contamination and infection in patients after endoscopic 
procedures. However, the returns of prevention of endoscopy-related infections should be 
reasonably in balance with the costs of the technical and laboratory procedures resulting 
from surveillance and the costs of reprocessing or servicing of the contaminated endoscope. 
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