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INTRODUCTION

Water utilities in the US are required to comply with the 1991 Environmental Protection Agency Lead
and Copper Rule. This regulation sets the action level for lead in drinking water at 15 parts per billion
(ppb). In the spring of 2001, the Maui Department of Water Supply (DWS) exceeded the lead action
limit. Lead is not typically detectable in the publicly owned distribution system and usually comes
from lead-based solder, lead service lines, brass faucets, and bronze plumbing components installed in
homes. Risk from lead is generally believed to be highest in older homes (built before 1986) where
lead-based solder may have been used, or in homes where problematic leaded brass fixtures have been
installed. Even new fixtures can leach high levels of lead to water.

A decision was made to control lead corrosion in the Maui system via addition of phosphates to the
water. Phosphates are used for this purpose by approximately half of all public water systems in the
United States, and they often form a protective film on the inside of pipes, slowing down corrosion
processes and reducing lead contamination. On June 1, 2001, Maui DWS began adding zinc
orthophosphates (C-9) to the Upcountry water supply. While the addition of the C-9 decreased lead
levels to below the EPA action limits in many cases, concerns emerged amongst consumers regarding
possible health effects arising directly or indirectly from dosing the phosphate inhibitor. Specifically,
the residents were of the strong opinion that problems of itchy skin, rashes, eczema, blurring and
burning eyes, respiratory problems and throat irritation were temporally linked to dosing of the zinc
orthophosphate corrosion inhibitor to the water supply. Residents first contacted the second author
(Dr. Marc Edwards) on December 18", 2002 by e-mail requesting voluntary assistance and advice with
the problem.

The Maui DWS serves 5 different sections of Maui County. The Upcountry Maui system includes a
Lower and Upper Kula system. Both waters are relatively low pH, soft and lower alkalinity (< 30 ppm
as CaCQO:s), but the Upper Kula system has more organic matter naturally present in the surface water
supply. The Lower Kula system is served by the Pi‘iholo water treatment plant whereas the upper
system is served by the Olinda water treatment plant. Most consumer health complaints were from the
Upper Kula system.

On April 10, 2003, a decision was made to stop dosing zinc orthophosphate and to switch to
orthophosphate alone. Later testing indicated that some areas in the Upper Kula system did not pass
the LCR monitoring-- the 90th percentile lead was 41 ppb. Continued informal communications
between Marc Edwards, Maui residents and Maui Department of Water culminated in a face to face
meeting on March 1, 2004. At the meeting, significant concern was expressed by all parties regarding
the possible correlation between the consumer health issues and the phosphate inhibitor addition.
Many of the problems described by residents were not inconsistent with emerging understanding of
problems such as “hot tub rash™ or “hot tub lung.” The attached reference list at the end of this
document provides additional background information on these newly emerging issues.

Immediately after the productive face-to-face meetings, a proposal was made to DWS examine
alternative strategies that could control corrosion without use of phosphate inhibitors. A desktop study
was conducted. In water of very low alkalinity (< 30 ppm as CaCO3) at the normal pH of treated Maui
water (pH 7.6), the likelihood of exceeding the lead action limit was well over 60% in a study of US
utilities by Dodrill et al, 1995 (Figure 1; Table 1). Utilities with low alkalinity water and pH above 8.4
had a dramatically reduced likelihood of exceeding the action limit. This fact and other considerations
suggested that raising the pH to approximately 8.5 and slightly increasing the alkalinity would have a
good chance to reduce lead leaching without phosphates. Because soda ash had previously been used



at Maui for pH control, without any noteworthy consumer reports of itchiness, rashes and breathing
difficulties, it was deemed desirable to test its effectiveness at a pH range capable of reducing lead
leaching. The general goal was to determine the minimum dose of soda ash that would achieve the
desired objective.

As part of the overall evaluation, it was deemed desirable to conduct some general microbial testing,
since the face to face meeting raised the possibility that microbial growth contributed to the lead
leaching and other problems that were being experienced. To explain this hypothesis, the following
equation for heterotrophic microbial growth is useful:

Organic Matter + Nitrogen + Phosphate + Oxygen > Bacterial Re-growth

[f high levels of chlorine or chloramine disinfectants are present, microbial re-growth via the above
equation can be controlled almost without regard to the nutrients in the water. But once disinfectant
concentrations have decreased to low levels in typical waters with oxygen, bacterial re-growth can
proceed at worrisome rates if all key nutrients including phosphorus, nitrogen and organic matter are
available. As mentioned previously, organic matter is known to be present in the upper Kula system at
high levels relative to the lower Kula system. Due to use of chloramines, ammonia is also available in
the upper system as a nitrogen source. Thus, according to the above equation (and in the absence of
disinfectant), it is possible that a major factor "missing" for worrisome re-growth rates was
phosphorus. If this was the case, addition of phosphorus as a corrosion inhibitor to the water could
have induced more rapid rates of microbial growth than before phosphorus was used.

We note at the outset that many types of microbes are present in all potable water supplies and at
appreciable concentrations. In general, growth of microbes in potable water is considered inevitable
but undesirable—steps are therefore taken by utilities to minimize bacteria growth at every
opportunity. Even the largest utilities in the US do not routinely sample for specific organisms that
cause specific illnesses. Instead, they are required to frequently conduct simple general tests such as
heterotrophic plate counts (HPC). Ata 2002 expert meeting in Geneva (see also Appendix 1), the
issue of using HPC values alone to judge water safety was specifically addressed. The consensus
opinion is as follows:

“There is no evidence that HPC values alone directly relate to health risk either from
epidemiological studies or from correlation with occurrence of waterborne pathogens. They are
therefore unsuitable for public health target setting, or as sole justification for issuing '""boil
water" advisories.”

Instead, results of HPC testing are used to validate and verify effectiveness of processes such as
treatment and disinfection. If HPC values are high, it is assumed that conditions are also possibly
supportive to growth of pathogenic microbes, and a utility should take prompt precautionary action to
control microbial growth. Since corrosion was the key focus of this study, tests were also made for
other types of bacteria whose growth can make the water more corrosive to materials that contain lead.
As with the HPC testing, results of these bacterial tests are not suitable for interpreting the public
safety of the water supply, although high concentrations of bacteria are never desirable.

Extensive background information was provided to this report by various parties that include the Maui
Coalition for Safe Water, Department of Health, Dr. Lorrin Pang and Maui Department of Water.
However, the views expressed herein are exclusively those of the authors and do not necessarily
represent the views of any other organization. Special thanks to the consumers who allowed sampling
in their homes.



Pb-Without Inhibitors

Exceedence
(%)

Figure 1. Average 90th percentile lead release and percentage exceedence as a function of pH and
alkalinity for utilities without phosphate inhibitors.

Table 1. Average 90%tile lead release (value in ppb lead) at utilities not using inhibitors in the
specified pH and alkalinity category. Typical lead leaching for a water below pH 7.4 and with
alkalinity less than 30 mg/L is 33 ppb (0.033 mg/L). Above pH 8.4 in the same water, typical
90%'ile lead is 10 ppb.
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EXPERIMENTAL METHODS AND MATERIALS

Three phases of work are described in this document including 1) laboratory testing of lead leaching,
2) laboratory testing of bacterial re-growth potential, and 3) field sampling results of water collected
from consumers’ homes. Other data collected during the study, such as samples of lead taken from
consumers’ homes, are still being analyzed and those results will be discussed in later reports.

Pipe rig testing:

An experimental apparatus was constructed to simulate key features of a home plumbing system in
relation to lead leaching (Figure 2). The test rig consists of a copper pipe section that is electrically
connected to either leaded brass or samples of 50:50 lead tin solder. These were considered to be the
key sources of lead in the Maui system.

The experiment tested the effects of different combinations of pH and phosphate levels on bacterial
growth and the leaching of lead (Table 2). This experiment was completed for filtered water from both
the Olinda and Pi“iholo treatment facilities in upcountry Maui. The Olinda water is the water serving
consumers with the greatest number of problems. Seven different levels of pH and disinfectant were
tested in each both the Olinda and Pi’iholo waters. Both lead solder and brass fixtures were tested.
Thus, 14 (= 7 waters x 2 materials) experimental conditions were run for both Olinda and Pi'iholo
(Figure 2, Table 2). Water was completely changed in the pipes every Monday, Wednesday, and
Friday using a “dump and fill” protocol. This refreshes the water in the pipe, replenishing both
nutrients and chloramine residuals. The extent of the lead problem was determined by measuring lead
in the water after sitting stagnant in the pipe.
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Figure 2. Experimental apparatus designed to simulate lead release as it would occur in homes.



Table 2. List of water conditions tested. Each disinfectant was present at a level of 2.4 mg/L total
chlorine. Orthophosphate was present at 1 mg/L. as PO4-P.

pH Water Quality Condition
7.7 Chloramine

8.3 Chloramine
8.9 Chloramine
9.5 Chloramine

7.7 Chloramine and Phosphate
7.7 Free Chlorine
8.9 Free Chlorine

After 7 weeks exposure to the different test conditions, water from the copper pipe rigs was tested in
triplicate for heterotrophic bacteria (HPC) counts. These bacterial counts are considered representative
of what might possibly be found in homes served by waters listed in Table 2. They are not perfectly
representative. For instance, the 48 hour stagnation time between water changes is likely to be longer
than is typically found in many homes, but not unheard of given weekend trips. On the other hand, the
disinfectant residual levels in water put into the pipe were relatively high compared to distant parts of
the distribution system.

PVC Bacterial Tests:

Another experiment tested bio growth within PVC pipes for all water conditions. Water in the pipe
was changed in the same way as for the pipe rig. For comparison, some testing was done with
modifications of waters listed in Table 2, but without residual disinfectant. That condition was
designed to be representative of re-growth conditions that might be present at homes near the end of
the distribution system after chlorine residuals have disappeared.

Field Testing for Presence of Bacteria that Might Influence Corrosion:

A final set of microbial tests were conducted in consumers' homes. Eight homes total were tested,
including three homes with high lead levels and four homes where consumers believed that water was
adversely impacting their health. Tests were conducted for microorganisms that can influence
corrosion including acid producing (APB), heterotrophic aerobic (HAB), sulfate reducing (SRB), slime
forming (SLYM), and nitrifying bacteria. In general, these tests are designed to test for presence of
bacteria thought to influence corrosion, and are not necessarily indicative of bacteria that would cause
a public health problem. However, as mentioned previously, it is always considered desirable to
minimize the number and types of bacteria present in a water supply.

RESULTS AND DISCUSSION
Lead Testing

The results from the laboratory experiments after 5 weeks of testing strongly support the hypothesis
that soda ash can decrease lead leaching with the upper water system. In both Olinda and Pi’iholo
water, lead leaching was minimized between pH 8.3 and 8.9 when chloramine was used as a
disinfectant (Figures 3 through 6). It is worthwhile to compare the condition of phosphate plus



chloramine at pH 7.6 (Figure 4) to the results obtained at pH 8.3 — 8.9 with chloramine and soda ash
adjustment. Lead levels dropped by about a factor of 4X at pH 8.3 with soda ash relative to the same
condition with orthophosphate and chloramine for lead solder (Figure 4). Lead leaching from brass
was about the same in the system using phosphate plus chloramine at pH 7.6 versus soda ash at pH 8.3
(Figure 3). Our conclusion is that the pH target of 8.3 to 8.9 is promising for control of lead leaching

in the Olinda water. In Pi’iholo water pH 8.9 resulted in better control than pH 8.3 for lead solder
(Figure 6).
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Figure 5. Lead concentrations leaching from brass fixtures for various pH conditions for Pi’iholo
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There was also a distinct difference in lead leaching in water with chloramines versus chlorine based
on the time of exposure during the experiment. The samples containing free chlorine initially leached
more lead. However, while the leaching of lead significantly decreased with time in the free chlorine
samples, samples exposed to chloramine did not decrease in lead leaching, or lead levels decreased
only slightly during the study (Figure 7).  Thus, over the longer term effects of chlorine on lead
leaching may be beneficial relative to chloramine at pH 7.7.
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Figure 7. Lead leaching to water from pipe rigs exposed to chloramine verses those exposed to water
with free chlorine. Results in the graph are averaged from triplicate samples.

Galvanic current between the copper and the brass was also measured. The galvanic current represents
the rate at which the lead bearing material was being sacrificed by electrical connection to the copper.
In some cases, the galvanic current between the two dissimilar metals can be a cause of high lead in
water. In general, measurements of galvanic current are deemed of secondary importance to actual
lead leaching data (Figure 4-7). Thus, these data are mainly provided for scientific interest at this time,
although a future report will examine this issue in greater detail. For the brass fixtures, the galvanic
current was significantly higher in the Pi’iholo system then in the Olinda system (Figures 8 and 9).
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Lead samples were also taken for the Pi’iholo system both with and without the galvanic wire
connections. Without the wire connecting the copper pipe to the lead bearing material, the copper pipe
cannot sacrifice the lead plumbing material. The results show that without the galvanic connection,
lead levels are still quite high in the case of the brass (Figure 10). This implies that the galvanic
connection may not be accelerating lead leaching to the water from brass. In the case of solder, lead
concentrations were consistently lower if the copper was not in electrical contact with the lead
material. This implies that galvanic corrosion between the copper and solder can contribute to lead
leaching in the case of solder (Figure 11). In practice, lead solder is connected to copper pipe, so the
results with the wire connected are most relevant to interpreting the current lead problem.
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Figure 10. Lead leaching from brass fixtures both with and without galvanic connection.
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Figure 11. Lead leaching from lead solder both with and without galvanic connection.
Bacterial Testing

The field-testing demonstrated a significant presence of bacterial that influence corrosion in many
consumers' homes and low chlorine residuals under at least some circumstances. Two types of water
samples were collected for total chlorine residuals (upper Figure 12). In the first type of sample, total
chlorine was determined in the first liter of water coming from the tap after at least eight hours
stagnation. The second sample was collected after flushing water for 5 minutes. After flushing 5
minutes, chlorine residual was above 0.4 mg/L in 6 of 8 houses. But in house 2 and house 3, total
chlorine was not detected at significant concentrations even after 5 minutes of flushing. House 3 is
located on a private water system— this private water system initially derives their water from the
Olinda system and enters a private storage system. House 2 is near the end of the county system near
the Kamole tank. In the first draw sample after eight hours of stagnation, total chlorine residuals were
low in all cases, except for house 5 which is actually in the Makawao Water System which uses free
chlorine.

Both hot and cold water samples were collected at each of 7 homes, except for house 7 in which a hot
water sample was not accessible. Only levels of bacteria detected at "aggressive" levels in the context
of corrosion are discussed in the following text. The most common bacteria detected was the acid
producing bacteria, testing positive in 14 of 15 samples (lower Figure 12 and Figure 13). These
bacteria are heterotrophic and share a common ability to produce organic acid products when growing.
These bacteria cause the pH to drop during stagnation in pipes, which could contribute to the problems
with lead contamination of the water.
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Figure 12. Types of bacteria that can influence corrosion which were identified at homes at cold water
taps (below). Total chlorine detected in corresponding homes in first draw samples and after 5 minutes
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located on a private water system— this private water system initially derives their water from the
Olinda system. House 2 is at the end of the county system near the Kamole tank.
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Slime forming bacteria (SLYM) were also detected in 10 of the 15 samples. In addition to SLYM, 4
out of the 15 samples also tested positive for heterotrophic aerobic bacteria (HAB). These bacteria are
known to cause several problems in water including slime formations, turbidity, taste and odor,
corrosion, health and hygiene risks. Three samples (in 2 houses) also tested positive for sulfate
reducing bacteria (SRB). This is a group of bacteria that generate hydrogen sulfide (H,S). Typical
problems created by these bacteria are “rotten egg™ odors and corrosion of copper tube. This is high
number of positive "detects" for bacteria that influence corrosion in a potable water.

Laboratory testing in PVC pipes supported the hypothesis that the addition of phosphate caused
increased numbers of bacteria. Of the seven waters described in Table 2 (seven bars on the left side of
Figure 14), the worst bacterial problem was in the system at pH 7.7 with phosphate and chloramine. It
is very possible that lack of phosphate nutrient was somewhat limiting to bacterial growth in the Maui
system, and that addition of phosphate caused increased growth of bacteria.

However, even without the addition of phosphate or ammonia from chloramine, there was rapid
growth of bacteria in Olinda water once chlorine residual is gone (four right bars on the right side of
Figure 14). The Olinda water is much more susceptible to the bacterial problem than the Pi‘iholo
system (Figures 14 and 15). Seven of the same water conditions were tested in both systems. For
these seven conditions, the Pi'iholo system had only one condition over the level of 500 CFU/mL,
while the Olinda system had four samples above 500 CFU/mL. This may indicate that the lower levels
of organic matter in the Pi iholo system were limiting to bacteria growth.
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Figure 14. HPC counts for Olinda water tested in PVC pipes. The seven conditions at the left (red)
had a chlorine or chloramine residual as per Table 2. The four samples at the far right (blue) did not
have a chlorine residual, and are representative of what might happen if the residual disappeared in the
distribution system under various circumstances. Actual bacterial levels for samples on the right were
likely to be higher than indicated, since they were above the test range.
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Lower levels of bacteria were found in copper pipes in the Olinda water, as long as pH was maintained
between 8.3 and 8.9 (Figure 16). At lower and higher pH ranges, there was a significant problem with
HPC bacteria. Note that all the copper pipes were receiving water with a relatively high initial level of
chlorine residual as defined in Table 2. Free chlorine also led to significantly lower bacterial counts at
pH 7.7 and 8.9 when compared to the same samples containing chloramines. Thus, free chlorine is a
better disinfectant in this water. However, its use might not be allowable given concerns regarding
disinfection by-products.
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Figure 16. HPC counts for Olinda water from the copper pipes.

PRELIMINARY CONCLUSIONS

This work strongly supports the pH target of 8.3-8.9 for control of both lead and microbes in Olinda
and Pi‘iholo. Raising the pH to 8.3 and 8.9 with the addition of soda ash will also increase dissolved
inorganic carbon, which can help control leaching of lead above and beyond that achievable with pH
adjustment alone. Maintenance of a significant total chlorine residual throughout the system will be
important in controlling microbial growth. Moreover, maintaining a chlorine residual will also be
important to controlling lead leaching to water, since acid producing microbes could reduce pH of
water in consumers homes at the surface of lead materials. Lower pH water can increase lead leaching.

Removal of the phosphate from the distribution system is likely to improve control of bacterial growth.
It is possible that the switch away from phosphate and the higher pHs will gradually reduce the
concentration of bacteria throughout the system and within consumers” homes.

The possible use of free chlorine should be re-evaluated in the Olinda system. At the new higher pH
target, free chlorine decay was not rapid in bench testing. It is possible that the advantages of free
chlorine in terms of lead control and disinfection could be achieved in this water without exceeding
EPA levels of THMs. But even without a switch to free chlorine, lower levels of bacteria can be
achieved as long as a chlorine residual is maintained using chloramine.



Appendix 1. Selected conclusions from expert meeting on use of Heterotrophic Plate Count
Measurement in drinking water safety management, WHO/SDE/WSH/02.10. Report of an expert
meeting, Geneva, 24-25 April 2002. Accessed 8/22/04 at:
http://www.who.int/docstore/water_sanitation_health/Documents/HeterotrophicPC/HPCconcl2.htm

S. Systematic independent surveillance that verifies that the above are operating properly.

Piped water systems of large buildings may incur greater growth than encountered elsewhere (because of storage tanks and
extensive internal distribution networks, and temperature-related growth). The principal health concerns in these networks
are cross connections, and growth of Legionella bacteria, that are not detected by the HPC test procedures. General water
safety is assured by maintenance protocols, regular cleaning, temperature management and maintenance of a disinfectant
residual. For these reasons authorities responsible for building safety should provide advice and require specific water
management safety plans.

2.2 Water quality targets

There is no evidence that HPC values alone directly relate to health risk either from epidemiological studies or from
correlation with occurrence of waterborne pathogens. They are therefore unsuitable for public health target setting, or as
sole justification for issuing "boil water" advisories. Abrupt increases in HPC levels might sometimes concurrently be
associated with faecal contamination; tests for £.coli or other faecal-specific indicators and other information are essential
for determining whether a health risk exists.

2.3 Validation and verification
Experience suggests that HPC monitoring can be used in drinking water supplies along with other information for
validation and verification of treatment process performance and other applications. These may include:

e Monitoring of performance of filtration or disinfection processes.

* In piped distribution systems HPC measurements are assumed to respond primarily to (and therefore provide a
general indication of) distribution system conditions. These arise from stagnation, loss of residual disinfectant,
high levels of Assimilable Organic Carbon (AOC) in the water, higher water temperature, and availability of
particular nutrients. In systems treated by chloramination or that contain ammonia in source waters, measurement
of several parameters, for a variety of parameters including HPC, but especially nitrate and nitrite (which are
regulated for health protection), can sometimes indicate the possible onset of nitrification.

e HPC values are also used in verification (and by some authorities also for validation) of efficacy of cleaning in
diverse applications including drink vending machines, food processing and preparation facilities and medical
devices. These applications of HPC have not been considered in this review.

2.4 Aesthetic quality

Drinking water must be aesthetically acceptable as well as safe. Aesthetic acceptability is directly relevant to health since
rejection of safe, but unacceptable (undesirable) water, may lead users to consume acceptable but potentially unsafe
alternative waters. HPC testing may be used in investigating aesthetic quality and it is used by some authorities as a marker
for some of the underlying causes of some aesthetic problems.

3.2 Plumbed-in Devices

Bacterial growth occurs in plumbed-in domestic water devices (including water softeners, carbon filters etc.) and plumbed-
in commercial devices such as beverage vending machines. HPC values in water samples typically increase in such devices.
Increases of HPC (due to growth) in these devices therefore do not indicate the existence of a health risk, so long as the
entry water meets acceptable water microbial quality norms (e.g. WHO Guidelines for Drinking-water Quality).
Appropriate maintenance of these devices is required for aesthetic reasons (see section 2.4) e.g. per manufacturers’
recommendations. Plumbed-in devices in health care facilities are considered in section 4.


http://www.who.intidocstore/water_sanitation_health/Documents/HeterotrophicPC/HPCconcI2.htm
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Pseudomonas

Pseudomonas is a genus of gamma proteobacteria, belonging to the larger family of
pseudomonads.

Recently, 1658 rRNA sequence analysis has redefined the taxonomy of many bacterial ‘

species.!!) As a result the genus Pseudomonas includes strains formerly classifed in the

genera Chryseomonas and Flavimonas.[! Other strains previously classified in the
genus Pseudomonas are now classified in the genera Burkholderia and Ralstonia.
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b . P. aeruginosa

HlStOl'y P. alcaligenes
P. anguilliseptica

Pseudomonad literally means 'false unit', being derived from the Greek pseudo (yevdo P. argentinensis
'false") and monas (povog 'a single unit'). The term "monad” was used in the early g - gs: gg; ; i
history of microbiology to denote single-celled organisms. P, Aeviesen .
P. mendocina
P. nitroreducens
P. oleovorans
P. pseudoalcaligenes
P. resinovorans
P. straminea

Because of their widespread occurrence in nature, the pseudomonads were observed

early in the history of microbiology. The generic name Pseudomonas created for these
organisms was defined in rather vague terms in 1894 as a genus of Gram-negative, rod-
shaped and polar-flagella bacteria. Soon afterwards, a very large number of species was
assigned to the genus. Pseudomonads were isolated from many natural niches and a f
large number of species names was originally assigned to the genus. New methodology
and the inclusion of approaches based on the studies of conservative macromolecules

P. chlororaphis group
have reclassified many strains. [}

P. aurantiaca |
P. aureofaciens
P. chlororaphis ‘

Pseudomonas aeruginosa is increasingly recognized as an emerging opportunistic
pathogen of clinical relevance. Several different epidemiological studies indicate that

antibiotic resistance in increasing in clinical isolates. P. fragi |
. ‘ P. lundensis

In the year 2000, the complete genome sequence of a Pseudomonas species was P. taetrolens

determined; more recently the sequence of other strains have been determined including |

P. aeruginosa strains PAO1 (2000), P. putida KT2440 (2002), P. fluorescens Pf-5 P. fluorescens group

(2005), P. syringae pathovar tomato DC3000 (2003), P. syringae pathovar syringae

B728a (2005), P. syringae pathovar phaseolica 1448 A (2005), P. fluorescens PfO-1 and P. antarctica

P. entomophila 1.48 .5 P. azotoformans
'P. blatchfordae’

Characteristics P. brassicacearym
P. brenneri
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Members of the genus display the following defining characteristics:(*]

= Rod shaped

= Gram-negative

= One or more polar flagella, providing motility
= Aerobic

= Non spore forming

= Positive catalase test

Other characteristics which tend to be associated with Pseudomonas species (with some
exceptions) include secretion of pyoverdin (fluorescein), a fluorescent yellow-green

sidemphorem under iron-limiting conditions. Certain Pseudomonas species may also
produce additional types of siderophore, such as pyocyanin by Pseudomonas

aemginosal6] and thioquinolobactin by Pseudomonas fluorescens,”). Pseudomonas
species also typically give a positive result to the oxidase test, the absence of gas
formation from glucose, glucose is oxidised in oxidation/fermentation test using Hugh
and Leifson O/F test, hemolytic (on blood agar), indole negative, methyl red negative,
Voges Proskauer test negative.

The genus demonstrates a great deal of metabolic diversity, and consequently are able
to colonise a wide range of niches!®]. Their ease of culture in vitro and availability of an
increasing number of Pseudomonas strain genome sequences has made the genus an
excellent focus for scientific research; the best studied species include P. aeruginosa in
its role as an opportunistic human pathogen, the plant pathogen P. syringae, the soil
bacterium P. putida, and the plant growth promoting P. fluorescens.

Biofilm formation

All species and strains of Pseudomonas are Gram-negative rods, and have historically
been classified as strict aerobes. Exceptions to this classification have recently been
discovered in Pseudomonas biofilms!®l. A significant number can produce
exopolysaccharides that are known as slime layers. Secretion of exopolysaccharide
makes it difficult for Pseudomonads to be phagocytosed by mammalian white blood
cells.!'% Slime production also contributes to surface-colonising biofilms which are
difficult to remove from food preparation surfaces. Growth of Pseudomonads on
spoiling foods can generate a "fruity" odor.

Pseudomonas have the ability to metabolise a variety of diverse nutrients. Combined

with the ability to form biofilms, they are thus able to survive in a variety of unexpected
places. For example, they have been found in areas where pharmaceuticals are prepared.

A simple carbon source, such as soap residue or cap liner-adhesives is a suitable place
for the Pseudomonads to thrive. Other unlikely places where they have been found
include antiseptics such as quaternary ammonium compounds and bottled mineral
water.

Antibiotic resistance

Being Gram-negative bacteria, most Pseudomonas spp. are naturally resistant to
penicillin and the majority of related beta-lactam antibiotics, but a number are sensitive

to piperacillin, imipenem, tobramycin, or ciprofloxacin.[!‘]

This ability to thrive in harsh conditions is a result of their hardy cell wall that contains
porins. Their resistance to most antibiotics is attributed to efflux pumps called ABC
transporters, which pump out some antibiotics before they are able to act.

Pseudomonas aeruginosa is a highly relevant opportunistic pathogen. One of the most
worrisome characteristics of P. aeruginosa consists in its low antibiotic susceptibility.
This low susceptibility is attributable to a concerted action of multidrug efflux pumps
with chromosomally-encoded antibiotic resistance genes and the low permeability of
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P. pertucinogena group

P. denitrificans
P. pertucinogena

P. putida group
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P. fulva

P. monteilii

P. mosselii

P. oryzihabitans
P. parafulva

P. plecoglossicida
P. putida

P. stutzeri group

P. balearica
P. luteola
P. stutzeri

P. syringae group

P. amygdali

P. avellanae

P. caricapapayae
P. cichorii

P. coronafaciens
P. ficuserectae
'P. helianthi'

P. meliae

P. savastanoi

P. syringae

'P. tomato'

P. viridiflava

incertae sedis

P. abietaniphila
P. acidophila
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the bacterial cellular envelopes. Besides intrinsic resistance, P. aeruginosa easily
develop acquired resistance either by mutation in chromosomally-encoded genes, either
by the horizontal gene transfer of antibiotic resistance determinants. Development of
multidrug resistance by P. aeruginosa isolates requires several different genetic events |
that include acquisition of different mutations and/or horizontal transfer of antibiotic
resistance genes. Hypermutation favours the selection of mutation-driven antibiotic
resistance in P. aeruginosa strains producing chronic infections, whereas the clustering

of several different antibiotic resistance genes in integrons favours the concerted
acquisition of antibiotic resistance determinants. Some recent studies have shown that
phenotypic resistance associated to biofilm formation or to the emergence of small-
colony-variants may be important in the response of P. aeruginosa populations to

antibiotics treatment.[*]
The Taxonomy of Pseudomonas

The studies on the taxonomy of this complicated genus groped their way in the dark
while following the classical procedures developed for the description and identification
of the organisms involved in sanitary bacteriology during the first decades of the
twentieth century. This situation sharply changed with the proposal to introduce as the
central criterion the similarities in the composition and sequences of macromolecules
components of the ribosomal RNA. The new methodology clearly showed that the
genus Pseudomonas, as classical defined, consisted in fact of a conglomerate of genera
that could clearly be separated into five so-called rRNA homology groups. Moreover,
the taxonomic studies suggested an approach that might proved useful in taxonomic
studies of all other prokaryotic groups. A few decades after the proposal of the new
genus Pseudomonas by Migula in 1894, the accumulation of species names assigned to
the genus reached alarming proportions. At the present moment, the number of species
in the current list has contracted more than ten-fold. In fact, this approximated reduction
may be even more dramatic if one considers that the present list contains many new
names, i.e., relatively few names of the original list survived in the process. The new
methodology and the inclusion of approaches based on the studies of conservative
macromolecules other than rRNA components, constitutes an effective prescription that

helped to reduce Pseudomonas nomenclatural hypertrophy to a manageable size.’!

Pathogenicity
Animal pathogens

P. aeruginosa is an opportunistic human pathogen, most commonly affecting

immunocompromised patients, such as those with cystic fibrosis!! 1l or ATDS.[12]
Infection can affect many different parts of the body, but infections typically target the

respiratory tract, causing bacterial pneumonia. Treatment of such infections can be
difficult due to multiple antibiotic resistance.[!13] ‘

P. oryzihabitans can also be a human pathogen, although infections are rare. It can

cause peritonitis,! 4] endophthalmitis,[1%] septicemia and bacteremia. Similar symptoms
although also very rare can be seen by infections of P. luteola.!'®!

P. plecoglossicida is a fish pathogenic species, causing hemorrhagic ascites in the ayu
(Plecoglossus altivelis).[] p. anguilliseptica is also a fish pathogen.[ &

Due to their hemolytic activity, even non-pathogenic species of Pseudomonas can
occasionally become a problem in clinical settings, where they have been known to

infect blood transfusions.[!?]

Plant pathogens

Page 3 of 6

P. agarici
P. alcaliphila

P. alkanolytica

P. amyloderamosa

P. asplenii

P. azotifigens

P. cannabina

P. coenobios

P. congelans

P. costantinii

P. cruciviae

P. delhiensis

P. excibis |
P. extremorientalis .
P. frederiksbergensis
P. fuscovaginae

P. gelidicola

P. grimontii

P. indica

P. jessenii

P. jinjuensis

P. kilonensis

P. knackmussii

P. koreensis

P. lini

P. lutea

P. moraviensis

P. ofitidis

P. pachastrellae

P. palleroniana

P. papaveris

P. peli

P. perolens

P. poae

P. pohangensis

P. psychrophila

P. psychrotolerans
P. rathonis

P. reptilivora ‘
P. resiniphila

P. rhizosphaerae

P. rubescens

P. salomonii

P. segitis

P. septica

P. simiae

P. suis

P. thermotolerans
P. tremae

P. trivialis

P. turbinellae

P. tuticorinensis
P. umsongensis
P. vancouverensis
P. vranovensis

P. xanthomarina

P. syringae is a prolific plant pathogen. It exists as over 50 different pathovars, many of which demonstrate a high degree of host
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plant specificity. There are numerous other Pseudomonas species that can act as plant pathogens, notably all of the other
members of the P. syringae subgroup, but P. syringae is the most widespread and best studied.

Although not strictly a plant pathogen, P. rolaasii can be a major agricultural problem, as it can cause bacterial blotch of

cultivated mushrooms.[27], Similarly, P. agarici can cause drippy gill in cultivated mushrooms.[2!]

Use as biocontrol agents

Since the mid 1980s, certain members of the Pseudomonas genus have been applied to cereal seeds or applied directly to soils as
a way of preventing the growth or establishment of crop pathogens. This practice is generically referred to as biocontrol. The
biocontrol properties of P. fluorescens strains (CHAO or Pf-5 for example) are currently best understood, although it is not clear
exactly how the plant growth promoting properties of P. fluorescens are achieved. Theories include: that the bacteria might
induce systemic resistance in the host plant, so it can better resist attack by a true pathogen: the bacteria might out compete other
(pathogenic) soil microbes, e.g. by siderophores giving a competitive advantage at scavenging for iron; the bacteria might
produce compounds antagonistic to other soil microbes, such as phenazine-type antibiotics or hydrogen cyanide. There is
experimental evidence to support all of these theories, in certain conditions; a good review of the topic is written by Haas and

Defagoizz].

Other notable Pseudomonas species with biocontrol properties include P. chlororaphis which produces a phenazine type

antibiotic active agent against certain fungal plant pathogensm], and the closely related species P. aurantiaca which produces
di-2,4-diacetylfluoroglucylmethan, a compound antibiotically active against Gram-positive organisms(4].

Use as bioremediation agents

Some members of the genus Pseudomonas are able to metabolise chemical pollutants in the environment, and as a result can be
used for bioremediation. Notable species demonstrated as suitable for use as bioremediation agents include:

= P. alcaligenes, which can degrade polycyclic aromatic hydrocarbons.[25]

= P. mendocina, which is able to degrade toluene.[2%]

= P. pseudoalcaligenes is able to use cyanide as a nitrogen source.[27]

= P. resinovorans can degrade carbazole.[28]

= P. veronii has been shown to degrade a variety of simple aromatic organic compounds.[22130]

= P. putida has the ability to degrade organic solvents such as toluene.l*!] At least one strain of this bacterium is able to
convert morphine in aqueous solution into the stronger and somewhat expensive to manufacture drug hydromorphone
(Dilaudid®).

» Strain KC of P. stutzeri is able to degrade carbon tetrachloride.[32]

Food spoilage agents

As a result of their metabolic diversity, ability to grow at low temperatures and ubiquitous nature, many Pseudomonas can cause

food spoilage. Notable examples include dairy spoilage by P. _ﬁ‘agi,[33] mustiness in eggs caused by P. raetrolens and P.
mudicolens,3*) and P. lundensis, which causes spoilage of milk, cheese, meat, and fish.!13%]

Species previously classified in the genus Pseudomonas

Recently, 16S rRNA sequence analysis redefined the taxonomy of many bacterial species previously classified as being in the
Pseudomonas genus.!] Species which moved from the Pseudomonas genus are listed below; clicking on a species will show its
new classification. Note that the term "Pseudomonad’ does not apply strictly to just the Pseudomonas genus, and can be used to
also include previous members such as the genera Burkholderia and Ralstonia.

a proteobacteria: P. abikonensis, P. aminovorans, P. azotocolligans, P. carboxydohydrogena, P. carboxidovorans, P.
compransoris, P. diminuta, P. echinoides, P. extorquens, P. lindneri, P. mesophilica, P. paucimobilis, P. radiora, P. rhodos, P.
riboflavina, P. rosea, P. vesicularis.

B proteobacteria: P. acidovorans, P. alliicola, P. antimicrobica, P. avenae, P. butanovorae, P. caryophylli, P. cattleyae, P.

cepacia, P. cocovenenans, P. delafieldii, P. facilis, P. flava, P. gladioli, P. glathei, P. glumae, P. graminis, P. huttiensis, P.
indigofera, P. lanceolata, P. lemoignei, P. mallei, P. mephitica, P. mixta, P. palleronii, P. phenazinium, P. pickettii, P. plantarii,
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P. pseudoflava, P. pseudomallei, P. pyrrocinia, P. rubrilineans, P. rubrisubalbicans, P. saccharophila, P. solanacearum, P.
spinosa, P. syzygii, P. taeniospiralis, P. terrigena, P. testosteroni.

v-B proteobacteria: P. beteli, P. boreopolis, P. cissicola, P. geniculata, P. hibiscicola, P. maltophilia, P. pictorum.

Y proteobacteria: P. beijerinckii, P. diminuta, P. doudoroffii, P. elongata, P. flectens, P. halodurans, P. halophila, P. iners, P.
marina, P. nautica, P. nigrifaciens, P. pavonacea, P, piscicida, P. stanieri.

& proteobacteria: P. formicans.
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H-poko welis’ fate still up in the air
By HARRY EAGAR, Staff Writer

WAILUKU - The Department of Water Supply has not decided what
to do with its two wells at Hamakuapoko.

Water Director George Tengan told the County Council Water
Resources Committee Wednesday that four options are open.

One is to ignore a council resolution against treating the
contaminated water and delivering it to Paia and Kuau.

Tengan said the department has decided to complete a contract to
build a pipeline to nowhere.

Its original purpose was to take Hamakuapoko water to connect to
the Central Maui system.

Now the 36-inch diameter line “will end in a cane field,” with no
water in it. However, Tengan said, "Someday the county will have to
go east of Maliko Gulch to develop new sources.”

The line would become valuable then.

When Mayor Alan Arakawa took office, he settled legal challenges to
the long-standing East Maui source development plan by junking it.
A settlement agreement did give the department access to two older
wells at Hamakuapoko.

These have been used under emergency declarations to boost
Upcountry supplies during droughts, but the original intention was
to supplement the supply for the Central-South Maui region, which
now is almost entirely from the Iao and Waihee aquifers.

The county administration proposed last year to introduce the
Hamakuapoko water to the county system in the Paia area. That set
off a protest from Kuau-Paia residents who would be getting the
water, since the aquifer under the wells is contaminated with DBCP,
a pesticide once used on pineapple fields.

The water can be treated with granulated active carbon filters,
which remove all the DBCP, and West Maui has been using similarly
filtered water. But responding to protests, the County Council two
months ago unanimously passed a resolution against using the
Hamakuapoko water for people.

No similar resolution has been proposed for West Maui. But
Committee Chairwoman Mich-elle Anderson said, “There might be
eventually.”

She said the reason the Hamakuapoko resolution arose was because
“the residents of Paia were particularly informed about this.”

Also, it was easier for the council to act against a proposed water
source than to retroactively eliminate an existing one.

Tengan said there are four options for water from the Hamakuapoko
wells:

= Pump the water up to the Kamole Weir treatment plant’s clear
well, from which it could be sent back down to Paia.

http://www.mauinews.com/story.aspx?id=20457 10/15/2007
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"I believe this . . . is disfavored by the council,” Tengan said.

The Kamole treatment plant near Haliimaile draws water from the
East Maui Irrigation Wailoa Ditch to provide water for the Upcountry
system.

The clear well is a holding pond for water before it goes into the
treatment plant.

= Pump the water up to Hawaiian Commercial & Sugar Co.’s
Reservoir 10 for irrigation. However, this is not at the elevation
HC&S needs water.

= Pump the water into Wailoa Ditch downstream of Kamole Weir,
again for irrigation. The county now pumps water into the ditch
during drought periods to replace some of the water it uses in the
Upcountry water system.

= Pump the water into the ditch upstream of Kamole Weir, remove
the DBCP and use it in county water systems.

Council Member Mike Molina wondered what role the wells would
have in the rehabilitation of old Maui High School.

None that he knew of, Tengan said.

But he said the Hamakuapoko wells would be a good source for
that.

On a different subject, the committee heard a pitch from Dr. Lorrin
Pang of the state Health Department for a “luxury version” of a test
of granulated activated carbon filters on Upcountry waterlines.

The Environmental Protection Agency ordered the county to take
steps to eliminate leaching of lead from home plumbing fixtures
Upcountry. The method chosen encouraged growth of bacteria in
biofilms in piping, said Pang.

He and the Upcountry Water Quality Oversight Committee are
recommending a small test to see whether carbon filters would be
effective in preventing the bacterial blooms if the department again
has to treat the water to inhibit lead.

At the moment, lead is not a problem, but Pang said water changes
over time.

He said the luxury version of the test might cost $70,000.
The council appropriated $250,000 for design and planning of filters.

Anderson asked Tengan if some of that money could be used for the
experiment Pang wants.

Tengan said the allocation of the $250,000 has not yet been
discussed.

= Harry Eagar can be reached at heagar@mauinews.com.
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Maui to remove additive
from its drinking water

By Gary T. Kubota
gkubota(@starbulletin.com

MAKAWAO, Maui >> State and county officials have agreed to remove a chemical from
drinking water suspected of causing skin irritation to dozens of Maui Upcountry residents.

The chemical zinc orthophosphate has been used to coat pipes and reduce the leaching of
lead into the water.

County Water Director George Tengan said instead, food-grade phosphoric acid will be put
into the water to hopefully have the same results in reducing the lead.

Tengan said the change will be made in about two weeks once he is able to obtain the new
chemicals.

The announcement was made during a meeting with state and county officials at Eddie Tam
Gym's social hall Thursday night, attended by about 70 people.

Dr. Lorrin Pang, the state health administrator on Maui, said he is persuaded that it would
be in residents' best interest to remove zinc orthophosphate.

"I think there's enough evidence now to stop it and start an alternative," he said.

Meanwhile, while residents were happy about the removal, a number them were still
dissatisfied with the addition of phosphoric acid.

Herb Squires, a Pukalani resident, said he does not want the county adding any more
chemicals in the water, and planned to file a lawsuit against government officials if they

added phosphoric acid.

Pang said the phosphoric acid needed to be added to comply with federal environmental
standards.

http://starbulletin.com/2003/02/08/news/story18.html 10/15/2007
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Since June 2001 the county has been adding zinc orthophosphate to reduce the lead content

in drinking water in Kula, Makawao and Pukalani.

Testing in 2000 showed more than 10 percent of the homes in the region recorded a lead
level at 37 parts per billion, exceeding U.S. Environmental Protection Agency standards

requiring less than 15 parts per billion.

Severe lead poisoning can lead to miscarriages and birth defects.
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Since June 2001 the county has been adding zinc orthophosphate to reduce the lead content
in drinking water in Kula, Makawao and Pukalani.

Testing in 2000 showed more than 10 percent of the homes in the region recorded a lead
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Safe Water Fair Taking Place On April 30

Hawai‘i's first Safe Water Fair will take place on Sunday, April 30 from 9 am - 4 pm at Hannibal Tavares
Center. The Upcountry Oversight & Advisory Committee for the EPA Grant to study Lead and Other
Contaminants in the upcountry water supply, along with the Department of Water, Department of Health
and the County Of Maui will host the event. Residents will be encouraged to bring their families and learn
about how to keep their home and business water systems safe and clean. The free Fair is designed to be
fun and informative, with entertainment, food and lots of activities for the keiki.

In June of 2001, a phosphate product was added to the upcountry water system in hopes that it would
control the leaching of lead and maintain a compliance with the EPA Lead & Copper Rule. Apparently,
the additive may have caused a negative reaction in the water system that stimulated a growth of bacteria
from June 2001 through August 2004.

The Department of Water Supply took aggressive action by adding 3.0 chlorine and 8.8 pH to the entire
upcountry system in order to destroy the growth within the distribution system. However, there may be
areas with older pipes, dead ends or homeowners' plumbing that are difficult to reach or maintain high
enough levels of disinfection to completely clean out the bacteria. The bacteria is suspected to be part of
the reason for rashes, respiratory and other health complaints of Upcountry residents.

Upcountry Maui's Safe Water Fair is designed for you to help raise safe water awareness and begin an
education process for families living in the Upcountry area from Haiku through Makawao, Pukalani, Kula
and Ulupalakua. If you would like to sell or promote your products and/or services, please click here for a
booth space application. For sponsorship information, click here.

All booth space funds will be designated for advertising purposes in which your company's name may be
mentioned. Please make your checks payable to the Upcountry Oversight & Advisory Committee
(Upcountry OAC). Booth space for vendors is limited, so please register early.

A community meeting will take place a month preceding the Fair. The meeting will be at Hannibal
Tavares Center on March 8 at 6 p.m.

Dr. Marc Edwards, M.S., PhD. and Dr. Lorrin Pang, Maui Director for the Department of Health will
discuss with residents and business owners test results from water samples taken through out the

Upcountry water system and in the homes.

For more info, please contact Ginny Parsons at 244-6700.
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