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Comprehensive identification of bacteria in pig lung abscesses using
the MALDI Biotyper system
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ABSTRACT

Pig lung lesions typified by abscesses are one of
the most serious and common problems facing the
swine industry worldwide. The major primary
causative agents of lung lesions are reported to be
the Dbacteria Mvycoplasma hyopneumoniae and
Actinobactllus pleuropneumoniae, whereas
Streptococcus — suis, Haemophilus parasuis and
Pasteurella multocida are considered secondary
pathogens that may exacerbate the infection. To
fully understand these multiple infections, compre-
hensive bacterial identification that includes minor
bacterial species is necessary. However, recent
studies have only focused on the major bacteria
listed above. Here, we isolated bacteria from the
lung abscesses (or healthy lung tissue) and tonsilla
specimens of 135 pigs, and identified the species
present using a MALDI Biotyper, a proteomic-
based bacterial identification tool. Of 1,206 isolates,
981 were identified to the species level and another
126 isolates were identified to the genus level. A.
pleuropneumoniae was isolated from 68% of the lung
abscess samples, and coinfection with Escherichia
coli, P. multocida or Streptococcus spp. was ob-
served in 56% of samples. These four bacteria were

isolated significantly more frequently from lung
abscesses than from healthy lung tissue, but there
was no difference in the prevalence among tonsillar
microbiota. Principal component analysis revealed
that the constitution of lung abscesses was related
to the higher prevalence of A. pleuropneumoniae, E.
coli and P. multocida in the lungs, and lower daily
weight gain. Our results contribute towards a
comprehensive understanding of the multiple bacte-
rial infections in pig lung abscesses.

Key Words: Bruker MALDI Biotyper, lung abscess,
matrix-assisted laser desorption
lonization-time of flight mass spectrom-
etry, pig, tonsilla microbiota.

INTRODUCTION

Lung lesions, which appear macroscopically as
lung abscesses at slaughtering, are one of the most
serious problems facing pig farming worldwide".
Economical losses associated with lung lesions and
respiratory disease result from reduced weight gain
and feed efficiency™?!, in addition to the cost of
antibiotics and other treatments®. Moreover,
severe lung lesions, including pneumopleuritis,
reduce the quality of the carcass. Mycoplasma
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hyopneumoniae and Actinobactllus pleuropneumo-
niae are considered the main primary bacterial
pathogens causing lung lesions™* and Streptococcus
suis, Haemophilus parasuis and Pasteurella multoc-
da are considered as secondary pathogens that can
contribute to disease severity*”. To date, various
studies have been conducted to elucidate the
multiple infectious agents present in pig lung lesions;
however, most of these studies have focused on the
major bacterial species*”? rather than the contribu-
tion of minor bacterial species. Therefore, compre-
hensive evaluation of the causative agents of pig
lung abscesses, including minor bacterial species,
and risk analyses of the microbiota are required.

Matrix-assisted laser desorption/ionization-time-
of-flight mass spectrometry (MALDI-TOF MS) and
next-generation sequencing are effective techniques
for the proteomic and genomic identification of
bacterial species, respectively. Furthermore, the
MALDI Biotyper (Bruker, Billerica, MA, USA)
system couples MALDI-TOF MS with bacterial
molecular fingerprinting and mass spectral data-
bases to comprehensively identify bacterial
species!'® offering the advantages of low running
costs, ease of use and rapid diagnosis®. The MALDI
Biotyper system is widely used in human clinical
medicine and is becoming a routine bacterial
identification method®®, but has not yet been
extensively applied in veterinary medicine.

In recent years, the increased incidence of pig
lung abscesses and the waste associated with lung
lesions was observed in some pig herds brought to
the Higashimokoto Meat Inspection Center at
Hokkaido, Japan. This study aimed to clarify the
causative agents of the lung abscesses in the herd
and to assess the microbiota of healthy pigs
compared with diseased pigs.

MATERIALS AND METHODS

Sample collection

Lung and tonsillar samples of pigs were collected
between April, 2016 and January, 2017 at the
Higashimokoto Meat Inspection Center in Hokkaido,
Japan. In total, 135 lung and tonsillar samples were
collected, 100 of which were derived from farm X
where the incidence of lung abscesses was higher

than on other farms. The other 35 samples were

derived from farm Y where lung abscesses were
rarely observed. Among the 100 samples from farm
X, 50 samples (referred to below as “group A”) were
collected from diseased pigs in which an abscess
was observed in their lungs at slaughtering.
Another 50 samples from farm X (referred to below
as “group B”) and 35 samples from farm Y (referred
to below as “group C") were collected from healthy
pigs that did not have any abscesses in their lungs.
The peripheral tissue between a lung abscess and
the normal tissue was collected from group A, but
only normal tissue was collected from groups B and
C. After sample collection, the refrigerated organs
were sent to Rakuno Gakuen University and
experiments were performed within 36 h of
slaughtering.

Isolation of bacteria

Heart infusion agar plates (Nissui Pharmaceutical
Co., Tokyo, Japan) containing 5% horse defibrinated
blood and 0.002% A-nicotinamide adenine dinucleo-
tide NAD) (Wako Pure Chemical Industries, Osaka,
Japan) were used for bacterial isolation as they allow
for growth of a broad spectrum of bacteria. Lung
and tonsillar samples were immediately washed
with sterile 0.9% saline and were then dipped in 90%
ethanol and exposed to a flame for a few seconds to
burn the surface of the sample. The inside of the
lung was exposed by excision using scissors and was
then stamped onto the plate. For the tonsillar
samples, 25 mg of tissue was punched out from
inside the tissue, and homogenized in the saline to
make a 10% tissue homogenate. Then, 25 ¢l of a 1%
to 0.01% diluted homogenate was plated. All sample-
inoculated plates were then incubated at 37°C under
atmospheric conditions. After 24 to 36 h, six isolates
were picked at random, and replated onto fresh
plates. A sample of the bacterial growth was also
collected and stored in 10% skimmed milk (Becton,
Dickinson and Company, Franklin Lakes, NJ, USA)
at —80°C for further experiments.
Bacteria identification using the MALDI Biotyper

Bacterial identification using the MALDI
Biotyper was performed based on the ethanol —
formic acid extraction procedure!. A loopful of
bacteria were suspended in 150 ul of double-distilled
water and mixed well by pipetting. Then 450 ul of
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ethanol was added and the tube was centrifuged at
15490 x g for 2 min, and the supernatant was
discarded. The bacterial pellet was resuspended in
10 to 20 ud of 70% formic acid, and the same volume
of acetonitrile was added. The tube was centrifuged
at 15490 X g for 2 min and 1 ul of the supernatant
was transferred onto a MALDI target plate and
dried at room temperature. Finally, 1 ul of HCCA
matrix solution (Bruker) was applied on the sample.
A Dbacterial test standard (Bruker) was used to
calibrate the instrument. The acquisition of mass
spectra was performed using an Autoflex speed
(Bruker) accompanied by the software, Flex Control
v3.4.105 for calibration and Biotyper Real Time
Classification v2.0 for bacterial identification using
the reference database (5,627 database entries).
Molecular characterization of Actinobactllus

Bacterial DNA was extracted from isolated
colonies by the boiling method!"”. Polymerase chain
reaction (PCR) was performed in 25 or 50 ul total
reaction mixture containing Ex Taq buffer, 0.2 mM
of each dNTP, 05 uM of forward and reverse
primers, 0.025 units/ul of Ex Taq (TaKaRa Bio Inc.
Shiga, Japan) and 2.5 or 5 ¢l of DNA template. A.
pleuropneumoniae species-specific primers, LPF and
LPR, were used to confirm the species'”. Primers,
C70 and B37, were used to amplify and then
sequence the 16S rRNA gene™. PCR was per-
formed according to the PCR Thermal Cycler
Dice® Gradient (TaKaRa Bio Inc.) and previously
published thermal cycler conditions®*?. The PCR
products were electrophoresed on a 1.5% agarose
gel at 100 V for 30 to 40 min to examine the product
sizes. Sequencing of the 16S rRNA gene was
performed by the FASMAC sequencing service
(Fasmac Co., Ltd., Kanagawa, Japan).

Data analysis

Data on the carcass weights and the period of
fattening were provided by the Higashimokoto Meat
Inspection Center. A Student’s t-test was used to
compare the daily weight gain (DWG) among the
groups. Fisher’s exact test was used to compare the
bacterial prevalence rate among the groups.
Principal component analysis (PCA) was used to
simplify several parameters, such as the existence of

abscesses, farm and group differences and the

isolated bacterial species. All statistical analyses
were performed using the statistical analysis
software R v344 or EZR v2.14 (Easy R)".

RESULTS

Identification of bacteria by MALDI Biotyper

From the 135 lung and 135 tonsillar samples, 1,206
bacteria were isolated (Table 1). Of the 1,206 isolates,
981 yielded identification scores of =2.0, which was
considered  acceptable  for  species level
assignment®. Another 126 isolates showed identifi-
cation scores of >1.7 but <2.0, which was consid-
ered acceptable for genus level assignment. The
remaining 99 isolates showed identification scores of
< 1.7, which was considered unreliable. In this study,
46 species in 33 genera of bacteria were isolated.
Among the isolates from lung samples, the predomi-
nant species was P. multocida (n=59), followed by A.
pleuropneumoniae (n=53), Actinobactllus lignieresii
(n=44),  Streptococcus  porcinus (n=39) and
Escherichia coli (n=29). Among tonsillar samples,
Str. porcinus (n=140) was predominant, followed by
P. multocida (n=110), E. coli (n=107) and Str. suis
(n=75).

Molecular characterization of Actinobacillus

To date, A. lignieresii has been reportedly
isolated from cattle, horse, sheep and humans™, but
not pigs. To confirm the results obtained with the
MALDI Biotyper, species-specific PCR and 16S
rRNA sequencing analysis were performed on 29
randomly selected isolates identified by the MALDI
Biotyper as A. pleuropneumoniae (n=19), A. ligniere-
st1 (n=8) and Actinobacillus equuli (n=2). A. pleuro-
pneumoniae species-specific PCR products were
observed for all A. pleuropneumoniae (19/19)
isolates and the majority of A. lgnieresit (7/8)
isolates, indicating misidentification by the MALDI
Biotyper. Two isolates of A. equuli did not show any
amplification in the A. pleuropneumoniae species-
specific PCR. Moreover, the 16S »RNA sequences of
four of the A. pleuropneumoniae isolates and two of
the A. lignieresii isolates were obtained, but Basic
Local Alignment Search Tool (BLAST) analysis
could not distinguish these two species due to
similarly high identity scores (99%) (Table 2).
Finally, phylogenetic analysis clarified that A.
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Table 1 MALDI Biotyper identification of bacteria isolated from lung and tonsillar samples
Number of isolates

Bacteria isolated Group A Group B Group C
Lung Tonsilla Lung Tonsilla Lung Tonsilla Total
(including abscess) (Normal tissue) (Normal tissue)
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Table 1O>0 &

Number of isolates

Bacteria isolated Group A Group B Group C
. Lung Tonsilla Lung_ Tonsilla Lung Tonsilla Total
(including abscess) (Normal tissue) (Normal tissue)
Streptococcus agalactiae 6 11 17
Streptococcus alactolyticus 2 2
Streptococcus gallinaceus 2 3
Streptococcus orisratti 1 2 3
Streptococcus parauberis 2 2
Streptococcus pluranimalium 1 1
Streptococcus porcinus 20 46 60 19 34 179
Streptococcus spp.. 4 30 25 5 64
Streptococcus suis 4 28 26 13 21 92
Streptococcus uberis 1 1
Trueperella pyogenes 1 1
Yersinia enterocolitica 2 7
Unidentified 12 20 12 22 33 99
Total isolates 233 316 86 304 95 172 1206

“ Identification at species level is unable by MALDI Biotyper

b A. lignieresii identified by MALDI Biotyper is considered as A. pleuropneumoniae based on the further molecular confirmation
¢ Distinction among Bordetella bronchiseptica / pertussis / parapertussis is unable by MALDI Biotyper

4 Distinction among Klebsiella oxytoca / ornithinolytica / planticola / terrigena is unable by MALDI Biotyper

¢ Distinction among Serratia liquefaciens / grimesii is unable by MALDI Biotyper

! Distinction among Streptococcus canis / dysgalactiae / equi / pyogenes is unable by MALDI Biotyper

lignieresii isolated in this study belonged to the
same sub-cluster as A. pleuropneumoniae, and that
this group was distinguishable from other A.
lignieresii [M75068.1] (Fig.1). In conclusion, A.
lignieresii identified by MALDI Biotyper in this
study is subsequently considered to be A. pleuro-
pneumoniae.

Causative agents of lung abscesses

A. pleuropneumoniae was isolated from 34 out of
50 lung abscess samples from group A, suggesting
that A. pleuropneumoniae was the primary causa-
tive agent of lung abscesses in this group (Fig. 2).
Among these 34 samples, 6 samples showed a single
infection of A. pleuropneumoniae and 28 samples
showed co-infection of A. pleuropneumoniae and
other bacteria, such as Streptococcus spp., P.
multocida, Staphylococcus aureus, E. coli and H.
parasuis (Fig.2). Next, Fisher's exact test was
applied to each bacterial isolation rate for the three
groups for all of the species (data not shown), and
four prospective species were determined to have
P-values of <0.05 (Table 3). As expected in the lung
sample, the isolation rate of A. pleuropneumoniae
from group A was significantly higher than for
groups B and C. The isolation rates of £. coli and

Str. suis from group A were significantly higher
than for group C, but no significant differences were
detected between groups A and B and groups B and
C. Between groups A and C and B and C, the
isolation rates of P. multocida differed significantly
in the lung samples. As for the tonsillar samples, the
isolation rates of the above four species did not
differ. In summary, infection of A. pleuropneumo-
niae accompanied by other bacteria such as E. coli,
P. multocida and Streptococcus seems to contribute
to the composition of lung abscesses.

Principal component analysis (PCA) and
the influence of lung abscesses on growth

To clarify the relationship between the constitu-
tion of lung abscesses and multiple bacterial
infections, PCA based on a correlation coefficient
matrix was performed. Four bacterial species, A.
pleuropneumoniae, E. coli, P. multocida and Str.
suis, were selected according to the results of
Fisher's exact tests. As shown in Fig. 3A, factor
loadings of the constitution of lung abscesses and the
prevalence of A. pleuropneumoniae and E. coli
located in a similar area, indicated that these
parameters are positively related to each other. By
contrast, the factor loadings of the farm and DWG
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Table 2 Molecular characterization of Actinobactllus
Biotyper ' BLAST identification bas*ed
. A. pleuropneumoniae on 16S rRNA sequence
Sample ID - Tissue Identification ~ species-spesific PCR Identification
Identification Identification
score score
AL34-1 Lung A. pleuropneumoniae 2.322 + A. pleuropneumoniae 99%
A. lignieresii 99%
A. equuli subsp. equuli 98%
AL37-6  Lung A. pleuropneumoniae 2402 F A. pleuropneumoniae 99%
A. lignieresii 99%
A. equuli subsp. equuli 98%
AL38-2 Lung A. pleuropneumoniae 2.326 + A. pleuropneumoniae 99%
A. lignieresii 99%
A. equuli subsp. haemolyticus 98%
AL39-6 Lung A. lignieresii 2.395 & A. pleuropneumoniae 99%
A. lignieresii 99%
A. equuli subsp. haemolyticus 98%
AL40-1  Lung A. pleuropneumoniae 2.353 + A. pleuropneumoniae 99%
A. lignieresii 99%
A. equuli subsp. haemolyticus 98%
AL40-4 Lung A. lignieresii 2.399 F A. pleuropneumoniae 99%
A. lignieresii 99%
A. equuli subsp. haemolyticus 98%
AT39-4 Tonsilla A. equuli 2.043 - A. equuli subsp. equuli 99%
A. equuli subsp. haemolyticus 99%
A. suis 99%
AT39-6 Tonsilla A. equuli 2.061 = A. equuli subsp. haemolyticus 99%
A. equuli subsp. equuli 99%
A. suis 99%
AL32-1 Lung A. lignieresii 2.083 - ND
AL32-5 Lung A. lLignieresii 2.362 4 ND
AL33-3 Lung A. pleuropneumoniae 2.389 + ND
AL34-4  Lung A. pleuropneumoniae 2.388 “F ND
AL34-5 Lung A. pleuropneumoniae 2.310 + ND
AL35-2 Lung A. lignieresii 2.319 A ND
AL35-5 Lung A. pleuropneumoniae 2.294 + ND
AL36-1 Lung A. pleuropneumoniae 2.274 A ND
AL36-5 Lung A. pleuropneumoniae 2.329 + ND
AL37-1 Lung A. pleuropneumoniae 2238 A ND
AL37-3 Lung A. pleuropneumoniae 2.381 + ND
AL37-4  Lung A. pleuropneumoniae 2440 i ND
AL38-1 Lung A. pleuropneumoniae 2444 + ND
AL38-3 Lung A. lignieresii 2.370 A ND
AL38-5 Lung A. pleuropneumoniae 2.378 + ND
AL38-6  Lung A. pleuropneumoniae 2.110 A ND
AL39-4  Lung A. lignieresii 2417 + ND
AL39-5 Lung A. lignieresii 2447 i ND
AL40-6  Lung A. pleuropneumoniae 2114 + ND
BL34-3  Lung A. pleuropneumoniae 2.262 i ND
BT33-6 Tonsilla A. pleuropneumoniae 2177 + ND

* The top 3 highest score of BLAST identification is shown. ND: Not done.
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Actinobacillus suis [M75071.1]

Actinobacillus hominis [L06076.1]

AT39-4 A. equuli
w AT39-6
Actinobacillus equuli [M75072.1]
Actinobacillus ureae [M75075.1]
AL34-1 A. pleuropneumoniae
AL38-2
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T AL39-6
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97

Actinobacillus pleuropneumoniae [D30032.1]

Actinobacillus lignieresii [M75068.1]

Actinobacillus succinogenes [AF024525.1]

0.005

Fig. 1 Phylogenetic tree based on the 16S rRNA sequence of Actinobactllus spp.
A neighbor-joining phylogenetic tree based on 16S rRNA nucleotide sequences was constructed with
ClustalW2 ver. 2.1"% and 1,000 bootstrap replicates, and was drawn using the FigTree software ver. 1.4.2 (http:
//tree.bio.ed.ac.uk/software/figtree/). The scale bar indicates 0.005 substitutions per nucleotide position. The
numbers at the branches indicate bootstrap values. AL34-1, AL37-6, AL38-2, AL39-6, AL40-1, AL40-4,
AT39-4 and AT39-6 are isolates identified in this study. GenBank accession numbers of the reference
sequences are represented after the species name.

Unidentified (8%)

Other bacteria (4%)

Bordetella sp. \
+ Streptococcus spp.____
+ Other bacteria (2%)
P. multocida
+ Other bacteria (4%)
P. multocida (2%)

Streptococcus spp. /

+ Other bacteria (8%)

A. pleuropneumoniae
(12%)

A. pleuropneumoniae —

+P. multocida
+ Other bacteria (6%)

A. pleuropneumoniae
+ Streptococcus spp.
(8%)

A. pleuropneumoniae
+ Streptococcus spp.
+ Other bacteria (14%) 7

——

A. pleuropneumoniae

+ Streptococcus spp.
+ P. multocida (2%) \

\_ A. pleuropneumoniae
+ P. multocida (8%)

A. pleuropneumoniae
+ Other bacteria (18%)

Streptococcus spp.
+ P. multocida (4%)

A. pleuropneumoniae (68%)/

Fig. 2 Bacterial species isolated from lung abscesses in group A
Left cycle shows the total isolated bacterial species from lung abscesses in group A (n=50). Right cycle shows the breakdown of the isolation
rate of A. pleuropneumoniae in the left cycle. Numbers in the cycles indicate the number of lung samples for which bacteria were isolated.

Table 3 Comparison of bacterial prevalence rate among 3 groups

P-value of Fisher's exact test™®

Bacteria isolated Lung Tonsilla
Group A vs B Group A vs C  Group Bvs C  Group A vs B Group A vs C  Group B vs C
A. pleuropneumoniae <0.001* <0.001°* 0.242 0412 0.640
E. coli 0.125 0.006* 0.231 0.541 0.065 0.237
P. multocida 0483 <0.001* 0.004* 0.548 0.369 0.119
Str. suis 0.269 0.006 0.148 0.817

*The P-values in the blanks are 1.0. P-values marked with an asterisk () indicate significant differences determined by a Fisher's exact test (P<0.01).
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Fig. 3 Principal component analysis (PCA) of the multiple factors related to lung abscesses
Seven factors including the presence or absence of lung abscesses, the farm, daily weight gain (DWG) and the prevalence of four bacteria isolated
from the lung (A) and tonsilla (B) were assessed by PCA based on a correlation coefficient matrix. Daily weight gains (DWG) were calculated by
dividing the carcass weight by the period of fattening. The first principal component (PC1) and second principal component (PC2) were represented
on the x and y axes with each proportion of the variance. Arrows represent the factor loadings of each of the parameters on the two axes. Black, red
and green open circles represent the principal component scores of groups A, B and C, respectively.

were located on opposite sides, indicating a negative
correlation. Among the tonsillar bacterial species,
similar patterns of factor loadings were observed to
the lung bacterial species (Fig. 3B); however, the
prevalence of A. pleuropneumoniae, E. coli and P.
multocida among the tonsilla species did not seem to
be strongly related to the constitution of lung
abscesses.

Finally, to clarify the relationship between lung
abscesses and pig growth, DWG was compared
among the three groups. Fig.4 presents the
statistically significant differences in DWG among
all three groups. The results suggested that lung
abscesses have a negative effect both directly and
indirectly on pig growth.

DISCUSSION

In this study, we applied the MALDI TOF MS
system, MALDI Biotyper, to evaluate the multiple
infections present in pig lung abscesses compared
with the tonsillar microbiota. Together with the
major pathogens present in lung lesions, such as A.
pleuropneumoniae, P. multocida and Streptococcus
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Fig.4 Comparison of the daily weight gains (DWG)
among the three groups

Box-whisker plot represents the minimum, lower quartile, median,

upper quartile and maximum values of each DWG. The median of

the DWG was compared by the Student’s t-test and the P-values are

shown above the boxes.
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spp., significantly higher levels of E. coli, a minor
causative agent of lung abscesses, were detected
among the lung abscess samples. By contrast,
among the tonsillar microbiota, the prevalence of
these bacteria among the three groups was similar.
PCA clarified that the high prevalence of E. coli in
the lungs was related to the high prevalence of A.
pleuropneumoniae and the constitution of lung
abscesses. Moreover, our results suggested that
lung abscesses have a negative effect on pig growth.

It should be noted that the MALDI Biotyper
system employed in this study can identify a broad
spectrum of bacteria without relying on species-
specific diagnoses such as biochemical examination,
serological testing and PCR. In this study, propor-
tion of species identified was 91.8% (1,107/1,206
isolates), including genus level identification. In
human clinical tests, the reported proportions of
species identified were 96.8%" and 97.3%", similar
to our data. However, a lack of identification and
misidentification occurred in some cases, such as for
A. lignieresii. Moreover, some isolates such as
Bordetella and Klebsiella were limited to genus level
identification by the MALDI Biotyper system.
MALDI Biotyper screening is useful for gaining an
overall understanding of the proportion of bacterial
species present in an infection or in the microbiota,
but additional biochemical and molecular tests are
required for detailed identification.

It still remains to be determined whether the
minor co-infecting bacteria present in lung lesions,
such as E. coli, are the “cause” or “result” of lung
abscesses. The isolation of E. coli from lung tissue
during respiratory disease has previously been
reported but reports are limited in pigs®®®, and little
is known about the relationship between E. coli
infection and lung lesions. In humans, £. coli is one
of the most serious concerns in cases of ventilator-
associated pneumonia (VAP) in nosocomial
infections®. An epidemiological study revealed that
the B2 phylogenetic group was predominant in VAP
patients and the isolates had a tendency to possess
three virulence factor genes, i7oN, sfa and cnfI". It
is possible that some unique E. coli subgroups can
be the primary pathogens causing infections in lung
abscesses in pig. Alternatively, E. coli may cause a

secondary infection followed by immunological

deterioration in the lung microenvironment. Apx
toxins and lipopolysaccharides are major virulence
factors produced by A. pleuropneumoniae that
contribute to the formation of lung lesions showing
hemolytic, cytotoxic and necrosis effects. Further
studies focused on the detailed characterization of
E. coli and bacterial cross-talk will reveal the
pathogenesis of E. coli-related pig lung abscesses.

To date there have been several studies on the
influence of A. pleuropneumoniae infection on pig
fattening or growth, but no consensus has been
reached?3#%1 Tn this study, A. pleuropneumoniae
infection was found to have a significantly negative
effect on pig growth, although there remains a
possibility of confounding bias. Regarding the
relationship with other factors, PCA revealed a
positive correlation between A. pleuropneumoniae
and E. coli infection in the lungs and the constitution
of lung abscesses. In Fig. 3A, principal component
(PC) 1 represents 41.21% of the variation, and it can
be interpreted as a marker of hygiene or the health
conditions. According to the results, worse sanitary
conditions is correlate with a higher prevalence of
A. pleuropneumoniae, E. coli and P. multocida in
the lungs, although this does not appear to apply to
Str. suis. In Fig. 3B, PC1 can also be considered a
marker of hygiene, although the presence of four
bacterial species in the tonsilla tissue does not seem
to be related to the PC1. Interestingly, the amount of
A. pleuropneumoniae in the tonsilla tissue may not
be important to the constitution of lung abscesses
because the factor loading in the Fig. is small. By
contrast, factor loading of E. coli and P. multocida
revealed an inverse relationship indicating mutual
interference, although the influence on lung ab-
scesses was unclear.

To date, the MALDI Biotyper system has not
been widely applied in veterinary medicine, but it
has great potential for the rapid and low-cost
diagnoses and comprehensive analyses of microbio-
ta. In this study, we revealed bacterial species
present in pig lung abscesses and isolated unex-
pected bacteria as the cause of lung lesions. The
methodology employed here would be applicable to
other bacterial diseases of animals, such as infective
endocarditis, arthritis and mastitis, to obtain an

overview of the causative agents in multiple
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bacterial infections. Our findings will contribute to
the understanding of multiple bacterial infections in
pig lung abscesses.
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IRO RIS & RRARRE, IR IR S NS C & TR REDOHRIZO %N 5720, EanfiEOBLED» 5iEEZ
HTWETH Do MRGOFRIIZEAZJEY, BEEEORNZIEL <IBRS 5 2 &2 EENRIZB W THEE
EEZLND, AWFETIE, MEHI7 5 & OMilRE; DO F A G A WEIRIGIZ B W T, Ml 2 #d 2 Mw o
MARERIE 7E & ARG D) A 7 2 5FMi L 720 2016 4F 4 H~2017 4F 1 A, LB s Z A fT AT T 12, MR
DIELEDNL RS X DA SN D, MiIRETEZRR 50 B8 (LLF, A BE), MilRErERSIK 50 38 (LT, B#), £7-
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B D FEDD T v BRYG X D A SN MBI RR 35 85 (LUF, CHE) 2260 (A BEIZ DWW TIIREHRD),
Atk ZRE L, NAD RIEMEIERR M X 0 WaHEE 1T 5720 78 S -k IL MALDI Biotyper % F VT
TEFE XTIV, B TOREBELIT-72, MiiB X UORk2 5 30 B, 51,206 3 0HE Sz ABOMD) b
68% 7 & Actinobacillus pleuropneumoniae (App) 735#si, B, CEHEOBIZBWT, App, Escherichia
coli, Pasteurella multocida ’EENE { S NTze —F, LR 3HEORHIZBIT 2 FHOMREAERIETIA LN
Tirolze EWRASGHTIE, BiTO App, P. multocida, Streptococcus dysgalactiaegae 75Nl & BH 5 %
CEDIRIE S NIz, DLEO#ERIL, TREAD S B RORIEGE T OMES L0, fEMKEZH LS L To
—BNC b EWIFE S ND . S18IE, A0l Sz Streptococcus suis \ 2O T, ANDOIEGE, SR EVEE BRI 5 X
¢, Multilocus Sequence Typing (MLST) 12 X A @EFRA B X OIEIIB %2 Fh L T <



