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Two enteric pathogens, Campylobacter jejuni and Yersinia enterocolitica serogroup O:3, together with
Escherichia coli, were investigated for susceptibility to UV radiation at 254 nm. The UV dose required for a
3-log reduction (99.9% inactivation) of C. jejuni, Y. enterocolitica, and E. coli was 1.8, 2.7, and 5.0 mWs/cm?,
respectively. Using E. coli as the basis for comparison, it appears that C. jejuni and Y. enterocolitica serogroup
0:3 are more sensitive to UV than many of the pathogens associated with waterborne disease outbreaks and can
be easily inactivated in most commercially available UV reactors. No association was found between the
sensitivity of Y. enterocolitica to UV and the presence of a 40- to 50-megadalton virulence plasmid.

Campylobacter jejuni and Yersinia enterocolitica are
widely recognized as important etiological agents of
gastroenteritis all over the world. Whereas one to two
decades ago these organisms were seldom associated with
bacterial diarrhea, today they are isolated at frequencies
which are commonly reported for the more familiar gastro-
intestinal pathogens—Salmonella and Shigella species (4, 5,
28). In fact, in some surveys, Campylobacter enteritis has
emerged as the most frequently reported cause of acute
bacterial diarrhea (4, 28).

C. jejuni and Y. enterocolitica are commonly found in
nature and have been isolated from a variety of domestic and
wild birds and animals (17), which may constitute the main
reservoirs for these microorganisms (3). Most of these
animals are otherwise healthy carriers usually associated
with water habitats. Although drinking fecally contaminated
water may not be the primary source of human infections,
both microorganisms have been implicated in several
waterborne disease outbreaks (7, 10, 22, 24, 29, 30). Consid-
ering the ability of Y. enterocolitica to grow in waters at
temperatures as low as 4°C (13) and the ability of C. jejuni to
survive for several weeks in low-temperature water (11) as
well as its low infectious dose (26, 28), the potential for
waterborne outbreaks of pathogens of these two genera can
be appreciated.

Many drinking water systems in Norway are unprotected
surface waters receiving little or no treatment. Waterborne
outbreaks of yersiniosis and campylobacteriosis are often
associated with systems exhibiting these features. Indeed,
Norway has experienced outbreaks of both yersiniosis and
campylobacteriosis where drinking water was suspected as
the source of infection (20; B. Godronsen, K. Melby, S.
Gregusson, and O. P. Dahl, III International Workshop on
Campylobacter Infections in Canada, Montreal, 1985). Con-
cern for the safety of its water supplies prompted the
National Institute of Public Health in Oslo, Norway, to
determine the susceptibility of C. jejuni and Y. enterocolitica
to the principal drinking water disinfectants currently in use
in Norway—chlorine and UV radiation.

In this article we present the results of a laboratory
bench-scale study of the capacity of UV radiation to inacti-
vate C. jejuni and Y. enterocolitica. Strains commonly found
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in Norway and Europe (15) were used as test organisms.
Because UV technology is traditionally designed and oper-
ated on a coliform basis, E. coli sensitivity was also deter-
mined. This also provided a basis for comparison with other
UV-bacteria studies. Differences in the sensitivity of a
virulent and an avirulent Y. enterocolitica strain were exam-
ined.

MATERIALS AND METHODS

Test organisms. C. jejuni biotype 1 strain 709/84 and Y.
enterocolitica serogroup O:3 biotype 4 strain 304/84 were
obtained from J. Lassen (National Institute of Public Health,
Oslo). Virulent (P*) and avirulent (P7) Y. enterocolitica
serogroup O:3 biotype 4 strain 1526/81 isolates were ob-
tained from G. Kapperud (Norwegian Defence Microbiolog-
ical Laboratory, Oslo). Y. enterocolitica strain 1526/81 P* is
a wild-type strain which harbors a 40- to 50-megadalton
(MDa) virulence plasmid. Y. enterocolitica strain 1526/81 P~
is an isogenic mutant which has spontaneously lost plasmid
DNA. All of the Y. enterocolitica and C. jejuni strains are
human clinical isolates. E. coli was isolated from the raw
water supply for Eidsberg, Norway. All test organisms were
stored at —80°C in Greave solution.

Growth media and growth conditions. Procedures for the
preparation of Y. enterocolitica 304 and E. coli suspensions
for UV inactivation were identical except for the time and
temperature of incubation, which were 48 h at 22°C for Y.
enterocolitica and 24 h at 37°C for E. coli. Suspensions were
prepared by transferring frozen bacterial strains onto horse
blood-agar plates. Single colonies from incubated plates
were inoculated into lactose-peptone broth and incubated
under the appropriate conditions. Bacterial suspensions
were harvested by centrifugation at 22,500 x g for 10 min
(Sorval ultracentrifuge). Pelleted bacteria were suspended in
0.1% peptone water. Centrifugation and suspension were
repeated three times to facilitate complete removal of the
growth medium. The bacterial density was adjusted to
approximately 10® CFU/ml with sterile, distilled water and
stored at 4°C. This stock suspension was subsequently
diluted with distilled water to the desired concentration for
the irradiation experiments. Stock solutions were discarded
after 7 days.

Y. enterocolitica 1526/81 P* and P~ suspensions were
prepared in the same manner as for Y. enterocolitica strain
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FIG. 1. UV inactivation curves of C. jejuni, Y. enterocolitica
304, and E. coli. Initial concentrations were approximately 10° to 107
CFU/ml.

304, except that single colonies were inoculated into Eagle
basal medium with 10% fetal calf serum at 37°C rather than
into lactose-peptone broth at 37°C. This methodology al-
lowed the virulence plasmid surface factors of the virulent
strain 1526/81 P* to evolve (autoagglutination) (18).

Frozen C. jejuni cells were inoculated on fresh horse
blood-agar plates. Inoculated plates were incubated at 42°C
for 48 h in a microaerophilic atmosphere containing 5% O,,
10% CO,, and 85% N,. One colony from an incubated plate
was transferred to Preston broth and incubated as noted
above. The 48-h incubation period for Preston broth was
strictly observed because C. jejuni tends to aggregate at high
cell densities, thereby making it difficult to obtain a well-
dispersed suspension with single cells. The mature bacterial
suspension was subsequently prepared for irradiation exper-
iments by dilution with sterile distilled water. Separation of
C. jejuni from Preston broth by centrifugation was not
practical because of our inability to obtain a dispersed
suspension of C. jejuni after resuspension. Stock solutions
were discarded after 1 day.

Irradiation procedure. The batch-irradiation apparatus and
experimental methodology were fashioned after those of
Qualls and Johnson (25). A collimated beam of UV light (254
nm) was directed at a mixed, thin-layer, bacterial suspension
of approximately 10° to 107 CFU/ml. The suspension was
irradiated in a small petri dish (60-mm diameter) which
provided an initial liquid depth of 1.0 cm. Various UV doses
were surveyed during an irradiation experiment by with-
drawing samples at different exposure times. A self-imposed
minimal depth of 0.8 cm controlled the total number of
samples per experiment. To avoid photoreactivation, with-
drawn samples were immediately suspended in 0.1%
peptone water and enumerated by surface spreading or
membrane filtration in triplicate followed by incubation in
the dark. Y. enterocolitica and E. coli were enumerated on
fresh, horse blood-agar plates at 37°C for 18 to 24 h. C. jejuni
was eriumerated on predried, horse blood-agar (dried at 37°C
for 1 h and overnight at room temperature) at 42°C for 48 h
in a microaerophilic atmosphere. Controls were obtained for
all experiments by subjecting a suspension to all experimen-
tal conditions except UV exposure. All experiments were
performed at room temperature.
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Incident UV intensity at the liquid surface (/) was mea-
sured at 254 nm with a J-260 digital radiometer with a
J-260-LA sensor ASSY-254 nm detector (Ultra-Violet Prod-
ucts, Inc., San Gabriel, Calif.). Sample absorbance at 254
nm was measured in a 1-cm quartz cuvette with a Hitachi
Perkin-Elmer double-beam spectrophotometer. The average
reaction rate intensity (/,,,), which was used to calculate UV
dose, was defined by the following equation (25):

Luvg = 2 Ioro [1 — 10747 = ™}/2.303 A — ro?)

where ry is the light distance (centimeters) from the center of
the UV lamp to the liquid surface, r is ry plus the depth of
liquid, and A is the absorbance per centimeter at 254 nm
(base 10). Because of the sampling procedure used, incident
surface intensity decreased with each sample withdrawal.
However, the calculated variation in surface intensity was so
small (ca. 1% based on an initial r, of 30.2 cm) that the initial
surface intensity was used for all dose calculations. Simi-
larly, when absorbance was minimal (<0.05/cm), UV dose
was calculated by using only I, and the exposure time. The
dose (milliwatt-seconds per square centimeter; alternate
units are watt-seconds per square meter) was calculated as a
cross-product of intensity (milliwatts per square centimeter)
and exposure time (seconds). Inactivation data were plotted
as log N,/N, versus UV dose, where N, is the concentration
of surviving microorganisms and N, is the initial microor-
ganism concentration (14).

RESULTS AND DISCUSSION

UV inactivation results for C. jejuni, Y. enterocolitica,
and E. coli are presented in Fig. 1. Each point represents one
irradiation experiment, and the lines are subjective interpre-
tations.

The results display slight but noticeable differences in the
UV sensitivity of the three bacteria. C. jejuni was the most
sensitive of the bacteria, followed in decreasing sensitivity
by Y. enterocolitica and E. coli. Both C. jejuni and Y.
enterocolitica commenced inactivation with the initial appli-
cation of UV. E. coli, on the other hand, exhibited an initial
resistance to inactivation requiring nearly 1 mWs/cm? before
inactivation occurred. None of the inactivation curves dis-
played a flattening of the curve at higher UV doses, a
phenomenon characteristic of a resistant subpopulation.

A parameter used for comparing the bacterial sensitivity
of different disinfection studies is the 3-log (99.9%) inactiva-
tion dose. For this study, the 3-log doses of C. jejuni, Y.
enterocolitica, and E. coli were 1.8, 2.7, and 5.0 mWs/cm?,
respectively. These doses are in reasonable agreement with
doses reported for other vegetative bacteria. For example,
Chang et al. (8) found that E. coli, Salmonella typhi, Shigella
sonnei, and Staphylococcus aureus exhibited a 3-log dose (7
mWs/cm?) comparable to our strain of E. coli. Carlson et al.
(6), using a slightly different irradiation apparatus, described
similar 3-log doses (7 to 10 mWs/cm?) for E. coli and an
avirulent Y. enterocolitica strain. Additionally, an investiga-
tion of Legionella pneumophila reported a susceptibility to
UV similar to that of Y. enterocolitica 304 in this experiment
(1). Only a few recent UV studies have described markedly
different results: the E. coli strain (3-log dose of 14
mWs/cm?) used by Severin et al. (27) and the virulent Y.
enterocolitica strain, serogroup 0O:8 (3-log dose of 22
mWs/cm?), studied by Carlson et al. (6). No previous refer-
ence to UV and C. jejuni was found.

It has been suggested that plasmids, particularly plasmids
associated with virulence, may be associated with providing
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enhanced disinfection resistance to microorganisms (9). This
possible association was studied by determining the differ-
ence in the sensitivity of the 42-MDa plasmid-containing
isolates and the plasmid-cured isolates of Y. enterocolitica
1526/81. Previous studies have already demonstrated an
indirect correlation between a 40- to 48-MDa plasmid and the
virulence of Y. enterocolitica 1526/81 (2, 18). Inactivation
results gave little indication that the virulence plasmid en-
hanced the resistance of Y. enterocolitica 1526/81 to UV.
This is in contrast to the results of Carlson et al. (6), who
found that two avirulent strains were considerably more
sensitive to UV than a virulent (plasmid-containing) Y.
enterocolitica strain. In that study, the virulent Y. enteroco-
litica strain was a member of serogroup O:8 and contained
two plasmids of 41 and 73 MDa, both of which were absent
from the avirulent strains.

A study by Kay et al. (19) indicated the possibility that an
82-MDa plasmid could be associated with virulence in Y.
enterocolitica. Because this plasmid was present in the
strain tested by Carlson et al. and not in our virulent strain,
there exists the possibility that the strong resistance exhib-
ited by the virulent strain of Carlson et al. could be associ-
ated with the expression of virulence. However, the trans-
conjugation experiments of Heeseman and Laufs (12)
provided direct proof that virulence, as measured by mouse
mortality, the same measure used by Kay et al., was
associated with the 42-MDa plasmid.

Studies with disinfectants other than UV have provided
little support for the concept that the virulence plasmid of Y.
enterocolitica is associated with enhanced disinfection re-
sistance (6, 16, 21). When a difference in the resistance of the
virulent and avirulent strains was distinguishable in other
studies, it was rather small, i.e., <1 log unit, and the virulent
Y. enterocolitica strain was not always the more resistant
strain (21; Gondrosen et al., III Workshop on Campylobac-
ter Infections in Canada). These studies indicate that if the
virulence plasmid does provide protection from disinfection,
it is specific for bacterial strain, type of disinfectant, and
environmental conditions (e.g., pH and temperature).

There was concern that the high cell densities used in the
E. coli inactivation experiments were masking the true
sensitivity of the microorganism. At high cell densities, cells
may contribute significantly to the absorbance of a suspen-
sion through ‘‘shading,”” an effect described by Morowitz
(23), and thus hinder inactivation as demonstrated by Jagger
et al. at E. coli densities greater than 10’ CFU/ml (15). High
cell densities may also promote cell aggregation, which
could produce a ‘‘shoulder’’ on the inactivation curve, i.e.,
initial resistance. Thus, an experiment was performed with
E. coli at a cell density of 10* CFU/ml to evaluate the effect
of lower cell concentrations on inactivation. A concentration
of 10* CFU/ml was chosen because it more closely repre-
sents coliform concentrations found in nature, yet provides a
suspension dense enough to obtain a reasonable range of
data. The results, which indicate there is little difference in
the initial resistance or the 3-log dose for E. coli suspensions
at 107 and 10* CFU/ml, suggest that the initial resistance of
E. coli is indeed an inherent cell characteristic.

In conclusion, the UV dose required to effectively inacti-
vate C. jejuni biotype 7 and Y. enterocolitica serogroup O:3
is slightly lower than the doses reported for other vegetative
bacteria. When compared with the range of pathogens that
are of concern in drinking water, Campylobacter and
Yersinia strains used in this study are two of the more
sensitive to UV (8). The capacity of most commercially
available UV reactors (30 mWs/cm?) is more than adequate
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to effectively inactivate these bacteria, assuming that plug
flow occurs in the reactor. E. coli, because of its greater
resistance to UV, is an adequate, if not conservative, model
for the inactivation of these pathogenic bacteria with UV.
Little difference was exhibited in the resistance of a 40- to
48-MDa virulence plasmid-containing Y. enterocolitica
serogroup O:3 strain and its plasmid-cured mutant, thereby
lending no support to the suggestion that virulence plasmids
may be associated with enhanced disinfection resistance.
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