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Abstract
Background Non-tuberculous mycobacteria (NTM) are environmental microorganisms and opportunistic
pathogens in individuals with pre-existing lung conditions such as cystic fibrosis (CF) and non-CF
bronchiectasis. While recent studies of Mycobacterium abscessus have identified transmission within single
CF centres as well as nationally and globally, transmission of other NTM species is less well studied.
Methods To investigate the potential for transmission of the Mycobacterium avium complex (MAC) we
sequenced 996 isolates from 354 CF and non-CF patients at the Royal Brompton Hospital (London, UK;
collected 2013–2016) and analysed them in a global context. Epidemiological links were identified from
patient records. Previously published genomes were used to characterise global population structures.
Results We identified putative transmission clusters in three MAC species, although few epidemiological
links could be identified. For M. avium, lineages were largely limited to single countries, while for
Mycobacterium chimaera, global transmission clusters previously associated with heater-cooler units
(HCUs) were found. However, the immediate ancestor of the lineage causing the major HCU-associated
outbreak was a lineage already circulating in patients.
Conclusions CF and non-CF patients shared transmission chains, although the lack of epidemiological
links suggested that most transmission is indirect and may involve environmental intermediates or
asymptomatic carriage in the wider population.

Introduction
Non-tuberculous mycobacteria (NTM) are ubiquitous environmental microorganisms found in soil and
water, and are considered opportunistic pathogens in humans. Individuals with pre-existing genetic or
acquired lung diseases such as cystic fibrosis (CF), non-CF bronchiectasis and COPD are more prone to
NTM disease, although individuals with no known immune dysfunction can also present with NTM
infections [1–3]. Globally, disease due to NTM infections is increasing in prevalence; the estimated
prevalence of NTM disease in the USA rose from 2.4 per 100 000 in the early 1980s to 15.2 per 100 000
in 2013 [4]. NTM infections may be progressive and treatment requires prolonged multidrug therapy [5].
Treatment is often unsuccessful due to an absence of antimicrobial agents with low toxicity and effective
in vivo activity against NTM species [1].

A number of NTM species including Mycobacterium abscessus and members of the Mycobacterium avium
complex (MAC), notably M. avium and Mycobacterium intracellulare, have emerged as major respiratory
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pathogens in the past three decades [6–8]. Another member of the MAC, Mycobacterium chimaera, has
also been implicated in numerous global infections associated with cardiothoracic surgery, with the source
of infections linked to LivaNova heater-cooler units (HCUs) contaminated during their manufacture
[9–11].

Until recently the prevailing hypothesis was that NTM infections were due to independent acquisitions
from environmental sources such as soil, contaminated drinking water distribution systems and household
plumbing [12, 13]. Recent studies of M. abscessus in CF patients have, however, identified indirect
patient–patient transmission within a single CF centre as well as the presence of globally circulating clones
of M. abscessus among CF patients worldwide [14–18]. An observational study of M. abscessus across
England showed that these dominant clones are also found in patients with other chronic respiratory
diseases, but was unable to identify epidemiological links for most closely related isolates, suggesting
environmental acquisition [19]. However, a wider analysis demonstrated that transmission networks involve
both people with CF and those without, and that these networks are global. It is therefore likely that
transmission is complex, involving multiple patient cadres as well as environmental intermediates [20]. In
the case of M. chimaera, a global genetic analysis of 250 isolates from patients, HCUs and the factory of
origin suggested a point-source contamination during manufacture causing global distribution followed by
localised transmission [11].

While transmission of MAC between CF patients in the USA has been investigated [21], little work has
been done to examine whether transmission of MAC occurs between patients with CF, non-CF
bronchiectasis or other chronic respiratory diseases. Using a large collection of longitudinal isolates
collected from patients attending the Royal Brompton Hospital (London, UK), the aims of this study were
to characterise the population structure of MAC, to identify potential transmission chains involving patients
with CF and other non-CF lung conditions, and to place the Royal Brompton Hospital isolates in a global
context.

Methods
Bacterial isolates and study period
Isolates were collected from 363 patients attending the respiratory inpatient and outpatient clinics of the
Royal Brompton Hospital between January 2013 and April 2016. DNA extractions were performed on
confirmed MAC cultures and the Illumina Hiseq X10 platform (Illumina, San Diego, CA, USA) was used
to generate 2×150 bp paired-end reads (supplementary text S1). Sequencing reads were deposited in the
European Nucleotide Archive under project PRJEB21813 (supplementary file S2).

Whole-genome sequencing and data analysis
Following sample quality control, whole-species maximum likelihood phylogenetic trees were built with
IQ-TREE version 1.6.5 using a previously described pipeline [22] (supplementary text S1), including
published sequences for context (supplementary file S3). Pairwise single nucleotide polymorphism (SNP)
distances for within-patient longitudinal isolates for each species in the Royal Brompton Hospital datasets
were used to calculate thresholds for defining transmission clusters (supplementary text S1).

Results
Patient demographics
In total, 354 patients were included in the study. The clinical and demographic characteristics of the study
population are shown in table 1.

Species distribution
996 isolates from 354 patients from nine MAC species were sequenced (table 2). Three species accounted
for 926 of the 996 of MAC isolates (93.0%): M. avium (M. avium subsp. avium and M. avium subsp.
hominissuis), M. chimaera and M. intracellulare. Most patients were infected with only a single species
during the collection period. However, 45 of the 354 patients (12.7%) were infected with two or more
species (figure 1a). In this group, most of the isolates collected were typically from a single species, with
other species observed more infrequently (figure 1b). Subsequent analyses in this study will focus on the
three predominant species in the dataset: M. intracellulare, M. avium (M. avium subsp. avium and
M. avium subsp. hominissuis) and M. chimaera.

M. intracellulare
162 genomes from 37 patients were identified as M. intracellulare (figure 2a). 11 patients had CF, 17 had
non-CF bronchiectasis and seven had other lung conditions (COPD n=3; interstitial lung disease (ILD)
n=3; asthma n=1; congenital pulmonary airway malformation n=1). Disease metadata were missing for two
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patients. Genomic clustering with fastBAPs identified nine lineages, with three of these having more than
10 genomes (figure 2a). Following remapping to local references for the three largest lineages, three
putative transmission clusters were identified, with the largest, Mi_FB3_1, composed of 16 patients (figure
2b and supplementary table S2). Of these 16 patients, eight had non-CF bronchiectasis, seven had CF and
one had ILD. During the sampling period, four patients were treated with antibiotics, with successful
outcomes in three patients. No epidemiological links were identified between patients in the year prior to
isolate collection. Comparison with 77 previously published M. intracellulare isolates showed that the
most closely related contextual isolate was collected in the UK in 2015/2016 [23] and formed part of a
clade containing isolates from the Mi_FB3_1 cluster (figure 2c).

M. avium
405 sequenced isolates collected from 176 patients were identified as M. avium. Sequence data for all
M. avium isolates were mapped to a single reference (M. avium subsp. avium 104; NC008595.1) and a
phylogenetic tree constructed with M. avium subsp. paratuberculosis (DRR263663) as an outgroup
(supplementary figure S2). The structure of this phylogeny showed that there were two major clades which
corresponded to the two subspecies M. avium subsp. avium (n=207) and M. avium subsp. hominissuis
(n=198). Each of these subspecies was analysed separately.

M. avium subsp. avium
Of the 76 patients infected with M. avium subsp. avium, 15 had CF, 39 had non-CF bronchiectasis and 16
had other lung conditions (COPD n=10; ILD n=3; allergic bronchopulmonary aspergillosis (ABPA) n=3;
asthma n=6), while three patients, including one smoker, had no pre-existing respiratory disease (metadata
were unavailable for three patients) (figure 3a). Clustering of the 207 M. avium subsp. avium genomes
identified 18 fastBAPS lineages (figure 3a). Remapping of the four largest lineages allowed the
identification of seven putative transmission clusters comprising between two and 10 patients

TABLE 2 Mycobacterium avium complex species identified in the Royal Brompton Hospital collection

Species Genomes (n)

Mycobacterium avium 405
Mycobacterium chimaera 359
Mycobacterium intracellulare 162
Mycobacterium sp. MOTT36Y 39
Mycobacterium paraintracellulare 15
Mycobacterium yongonense 10
Mycobacterium marseillense 4
Mycobacterium colombiense 1
Mycobacterium sp. QIA-37 1
Total 996

TABLE 1 Patient clinical and demographic data: all patients (n=354)

Male 174 (49.2)
Age at first culture (years) 56 (5–93)
BMI at first culture (kg·m−2) 22.5 (13.4–43.4)
Current or ex-smoker 28 (10.7)
Underlying pulmonary disease
None 12 (3.4)
Non-CF bronchiectasis 147 (41.5)
CF 87 (24.6)
COPD 53 (15.0)
Asthma 32 (9.0)
Allergic bronchopulmonary aspergillosis 19 (5.4)
Interstitial lung disease 17 (4.8)
Other (pleural thickening, sarcoidosis) 7 (2.0)

Antibiotic treatment during study period 55 (15.5)
Clinical data unavailable 20 (5.6)

Data are presented as n (%) or median (range). BMI: body mass index; CF: cystic fibrosis.
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(supplementary table S3), with the largest cluster of 10 isolates comprised of patients with CF (n=2),
non-CF bronchiectasis (n=6) and asthma or COPD (n=2) (figure 3b).

21 fastBAPS lineages were defined in the global phylogeny (figure 3c). Examination of the distribution of
pairwise SNP distances for each lineage containing at least 10 genomes revealed that there were two
lineages, MAA_FB10 and MAA_FB15, containing Royal Brompton Hospital isolates with lower median
pairwise SNP distances (figure 3c and supplementary figure S3b). The 23 genomes in FB10 were collected
in the UK between 2013 and 2016, with most coming from the National Mycobacterial Reference Service
which characterises mycobacterial cultures from across the Midlands and North of England (figure 4a)
[23]. If the SNP threshold used to calculate putative transmission clusters circulating in the Royal
Brompton Hospital was applied, then one isolate from the Royal Brompton Hospital (40-1) formed part of
a cluster comprised of isolates from QUAN et al. [23]. The majority (35 out of 46) of the isolates forming
MAA_FB15 were collected in the USA, with most from a study investigating M. avium in the community
and household water in Philadelphia (figure 4b) [24]. The pairwise distances between two of the Royal
Brompton Hospital isolates and other UK isolates and isolates from the USA in MAA_FB15 were under
our threshold, suggesting potential cross-Atlantic transmission (supplementary figure S4a).

a)

0

100

200

300

P
at

ie
n

ts
 (

n
)

Species (n)

1 2 3

b)

356

P
at

ie
n

t 
ID

Collection date

2013 2014 2015 2016

318
316
306
245
217
154
117

94
34

326
186
112
111

95
64

259
249
234
233
221
208
163
120

65
43
36
15
12

140
44

281
171
158

74
20

206
68

268
239
237
168

99
218
241

Species

Mycobacterium avium

Mycobacterium chimaera

Mycobacterium intracellulare

Mycobacterium paraintracellulare

Mycobacterium subsp. MOTT36Y

Mycobacterium subsp. QIA-37

Mycobacterium yongonense

FIGURE 1 Patients infected by more than one Mycobacterium avium complex (MAC) species. a) Histogram
showing the number of MAC species identified in each patient. b) Timeline of patients infected by more than
one MAC species. Each point represents an isolate and is coloured according to the species identified. Isolates
from the species in a patient are linked together. Patients with one isolate or multiple isolates from a single
species were excluded.

https://doi.org/10.1183/13993003.01237-2022 4

EUROPEAN RESPIRATORY JOURNAL ORIGINAL RESEARCH ARTICLE | A.J. VAN TONDER ET AL.

http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials
http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials


1 5432 9876 M
is

si
n

g
 d

at
a

N
o

Ye
s

43
14

 S
N

P
s

fastBAPS
CF
Bronchiectasis

a
)

fa
st

B
A

P
S

 c
lu

st
er

D
is

ea
se

b
)

2 
S

N
P

s

P
at

ie
n

t 
ID

 (
n

 is
o

la
te

s)
22

0 
(3

2)
99

 (
13

)
85

 (
8)

11
 (

6)
27

4 
(4

)
36

 (
3)

97
 (

3)
23

4 
(2

)
30

7 
(2

)
13

8 
(1

)
15

1 
(1

)
21

8 
(1

)
29

3 
(1

)
33

 (
1)

35
2 

(1
)

95
 (

1)

C
F

B
ro

n
ch

ie
ct

a
si

s
O

th
er

/u
n

kn
o

w
n

D
is

ea
se

c)

1 5432 9876

fa
st

B
A

P
S

 c
lu

st
er

B
ir

d
H

u
m

a
n

S
o

u
rc

e

G
er

m
a

n
y 

S
o

u
th

 A
fr

ic
a

C
o

u
n

tr
y

S
o

u
th

 K
o

re
a

U
K

U
S

A

E
p

p
er

so
n

 2
01

8
H

a
sa

n
 2

01
9

D
at

a
se

t

O
p

er
a

ri
o

 2
01

9
O

th
er

Q
u

a
n

 2
01

8
R

iv
a

s 
20

19
T

h
is

 s
tu

d
y

va
n

 In
ge

n
 2

01
7

Yo
o

n
 2

02
0

54
86

 S
N

P
s

fastBAPS
Source
Country
Dataset

FI
G
U
R
E
2

Po
pu

la
ti
on

st
ru
ct
ur
e
an

d
tr
an

sm
is
si
on

of
M
yc
ob

ac
te
riu

m
in
tr
ac
el
lu
la
re
.
a)

M
id
po

in
t-
ro
ot
ed

m
ax
im

um
lik
el
ih
oo

d
ph

yl
og

en
et
ic

tr
ee

fo
r
M
.
in
tr
ac
el
lu
la
re

is
ol
at
es

co
lle
ct
ed

at
th
e
Ro

ya
l

B
ro
m
pt
on

H
os
pi
ta
l
(n
=1
62
).
Th

e
ta
xa

ar
e
cl
us
te
re
d
ac
co
rd
in
g
to

th
ei
r
se
qu

en
ce

si
m
ila
ri
ti
es
.
Th

e
le
ng

th
s
of

th
e
br
an

ch
es

ar
e
sc
al
ed

in
nu

cl
eo

ti
de

su
bs
ti
tu
ti
on

s
pe

r
si
te
.T

he
di
se
as
e
st
at
us

of
th
e

pa
ti
en

ts
(t
ha

t
is
ol
at
es

w
er
e
co
lle
ct
ed

fr
om

)
fo
r
cy
st
ic

fib
ro
si
s
(C
F)

an
d
no

n-
CF

br
on

ch
ie
ct
as
is

is
re
pr
es
en

te
d
by

re
d
ba

rs
fo
r
“Y
es
”
an

d
w
hi
te

ba
rs

fo
r
“N

o”
,
w
it
h
m
is
si
ng

pa
ti
en

t
da

ta
sh
ow

n
by

gr
ey

ba
rs
.
Sc
al
e
ba

r
sh
ow

n
in

si
ng

le
nu

cl
eo

ti
de

po
ly
m
or
ph

is
m
s
(S
N
Ps
)
pe

r
si
te
.
b)

M
.
in
tr
ac
el
lu
la
re

M
i_
FB

3_
1
tr
an

sm
is
si
on

cl
us
te
r.
Ea
ch

no
de

re
pr
es
en

ts
an

is
ol
at
e
or

is
ol
at
es

id
en

ti
ca
l
(0

SN
Ps
)

to
ea
ch

ot
he

r
an

d
th
e
si
ze

of
th
e
no

de
is
pr
op

or
ti
on

al
to

th
e
nu

m
be

r
of

id
en

ti
ca
l
is
ol
at
es
.
N
od

es
ar
e
co
lo
ur
ed

an
d
la
be

lle
d
by

pa
ti
en

t
ID
.
Th

e
ou

te
r
ri
ng

of
ea
ch

no
de

is
co
lo
ur
ed

ac
co
rd
in
g
to

th
e
di
se
as
e
st
at
us

of
th
e
pa

ti
en

t.
Th

e
ed

ge
s
re
pr
es
en

t
th
e
pa

ir
w
is
e
SN

P
di
st
an

ce
be

tw
ee
n
th
e
is
ol
at
e(
s)
.
c)

M
id
po

in
t-
ro
ot
ed

m
ax
im

um
lik
el
ih
oo

d
ph

yl
og

en
et
ic

tr
ee

fo
r
gl
ob

al
M
.
in
tr
ac
el
lu
la
re

is
ol
at
es

(n
=1
14
).
Th

e
ta
xa

ar
e
cl
us
te
re
d
ac
co
rd
in
g
to

th
ei
r
se
qu

en
ce

si
m
ila
ri
ti
es
.
Th

e
le
ng

th
s
of

th
e
br
an

ch
es

ar
e
sc
al
ed

in
nu

cl
eo

ti
de

su
bs
ti
tu
ti
on

s
pe

r
si
te
.
fa
st
B
AP

S
lin

ea
ge
,
so
ur
ce

of
is
ol
at
e,

co
un

tr
y
of

co
lle
ct
io
n
an

d
st
ud

y
ar
e
sh
ow

n
as

da
ta
st
ri
ps

to
th
e
ri
gh

t
of

th
e
ph

yl
og

en
ie
s.
Is
ol
at
es

fr
om

th
e
Ro

ya
lB

ro
m
pt
on

H
os
pi
ta
la

re
hi
gh

lig
ht
ed

in
sa
lm

on
co
lo
ur
.S

ca
le

ba
r
sh
ow

n
in

SN
Ps

pe
r

si
te
.D

et
ai
ls
of

th
e
st
ud

y
da

ta
se
ts

ar
e
pr
ov
id
ed

in
su
pp

le
m
en

ta
ry

te
xt

S1
an

d
su
pp

le
m
en

ta
ry

fil
e
S3

.

https://doi.org/10.1183/13993003.01237-2022 5

EUROPEAN RESPIRATORY JOURNAL ORIGINAL RESEARCH ARTICLE | A.J. VAN TONDER ET AL.

http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials
http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials


1 13121110 17161514 M
is

si
n

g
 d

at
a

N
o

Ye
s

54
75

 S
N

P
s

a
)

fa
st

B
A

P
S

 c
lu

st
er

D
is

ea
se

18 5432 9876

fastBAPS
CF
Bronchiectasis

b
)

9 
S

N
P

s

P
at

ie
n

t 
ID

 (
n

 is
o

la
te

s)
24

1 
(3

0)

C
F

B
ro

n
ch

ie
ct

a
si

s
O

th
er

/u
n

kn
o

w
n

D
is

ea
se

45
 (

1)
22

8 
(1

)
19

2 
(1

)
16

6 
(1

)
16

3 
(1

)
11

0 
(1

)
23

7 
(2

)
22

1 
(3

)
92

 (
7)

c)

fa
st

B
A

P
S

 c
lu

st
er

B
ir

d

H
u

m
a

n

S
o

u
rc

e

B
el

a
ru

s
C

o
u

n
tr

y

S
o

u
th

 K
o

re
a

U
K

U
S

A

B
ry

a
n

t 
20

16

H
a

sa
n

 2
01

9

D
at

a
se

t

O
p

er
a

ri
o

 2
01

9
N

C
B

I

Q
u

a
n

 2
01

8

C
a

ve
rl

y 
20

16

T
h

is
 s

tu
d

y

La
n

d
e 

20
19

Yo
o

n
 2

02
0

fastBAPS
Source
Country
Dataset

1 13121110 17161514 18 54319 987621202

E
n

vi
ro

n
m

en
ta

l
D

ee
r

P
fe

iff
er

 2
01

7

Vo
ti

n
ts

ev
a

 2
01

5

54
75

 S
N

P
s

FI
G
U
R
E
3

Po
pu

la
ti
on

st
ru
ct
ur
e
an

d
tr
an

sm
is
si
on

of
M
yc
ob

ac
te
riu

m
av
iu
m

su
bs
p.

av
iu
m
.a

)
M
id
po

in
t-
ro
ot
ed

m
ax
im

um
lik
el
ih
oo

d
ph

yl
og

en
et
ic
tr
ee

fo
r
M
.a

vi
um

su
bs
p.

av
iu
m

is
ol
at
es

co
lle
ct
ed

at
th
e
Ro

ya
l
B
ro
m
pt
on

H
os
pi
ta
l
(n
=2
07
).
Th

e
ta
xa

ar
e
cl
us
te
re
d
ac
co
rd
in
g
to

th
ei
r
se
qu

en
ce

si
m
ila
ri
ti
es
.
Th

e
le
ng

th
s
of

th
e
br
an

ch
es

ar
e
sc
al
ed

in
nu

cl
eo

ti
de

su
bs
ti
tu
ti
on

s
pe

r
si
te
.
Th

e
di
se
as
e

st
at
us

of
th
e
pa

ti
en

ts
(t
ha

t
is
ol
at
es

w
er
e
co
lle
ct
ed

fr
om

)
fo
r
cy
st
ic

fib
ro
si
s
(C
F)

an
d
no

n-
CF

br
on

ch
ie
ct
as
is
is
re
pr
es
en

te
d
by

re
d
ba

rs
fo
r
“Y
es
”
an

d
w
hi
te

ba
rs

fo
r
N
o,

w
it
h
m
is
si
ng

pa
ti
en

t
da

ta
sh
ow

n
by

gr
ey

ba
rs
.S

ca
le

ba
r
sh
ow

n
in

si
ng

le
nu

cl
eo

ti
de

po
ly
m
or
ph

is
m
s
(S
N
Ps
)
pe

r
si
te
.b

)
M
yc
ob

ac
te
riu

m
av
iu
m

su
bs
p.

av
iu
m

M
AA

_F
B
5_
1
tr
an

sm
is
si
on

cl
us
te
r.
Ea
ch

no
de

re
pr
es
en

ts
an

is
ol
at
e

or
is
ol
at
es

id
en

ti
ca
l
(0

SN
Ps
)
to

ea
ch

ot
he

r
an

d
th
e
si
ze

of
th
e
no

de
is

pr
op

or
ti
on

al
to

th
e
nu

m
be

r
of

id
en

ti
ca
l
is
ol
at
es
.
N
od

es
ar
e
co
lo
ur
ed

an
d
la
be

lle
d
by

pa
ti
en

t
ID
.
Th

e
ou

te
r
ri
ng

of
ea
ch

no
de

is
co
lo
ur
ed

ac
co
rd
in
g
to

th
e
di
se
as
e
st
at
us

of
th
e
pa

ti
en

t.
Th

e
ed

ge
s
re
pr
es
en

t
th
e
pa

ir
w
is
e
SN

P
di
st
an

ce
be

tw
ee
n
th
e
is
ol
at
e(
s)
.c

)
M
id
po

in
t-
ro
ot
ed

m
ax
im

um
lik
el
ih
oo

d
ph

yl
og

en
et
ic

tr
ee

fo
r
gl
ob

al
M
.
av
iu
m

su
bs
p.

av
iu
m

is
ol
at
es

(n
=3
44
).
Th

e
ta
xa

ar
e
cl
us
te
re
d
ac
co
rd
in
g
to

th
ei
r
se
qu

en
ce

si
m
ila
ri
ti
es
.
Th

e
le
ng

th
s
of

th
e
br
an

ch
es

ar
e
sc
al
ed

in
nu

cl
eo

ti
de

su
bs
ti
tu
ti
on

s
pe

r
si
te
.

fa
st
B
AP

S
lin

ea
ge
,s
ou

rc
e
of

is
ol
at
e,

co
un

tr
y
of

co
lle
ct
io
n
an

d
st
ud

y
ar
e
sh
ow

n
as

da
ta
st
ri
ps

to
th
e
ri
gh

t
of

th
e
ph

yl
og

en
ie
s.
Is
ol
at
es

fr
om

th
e
Ro

ya
l
B
ro
m
pt
on

H
os
pi
ta
l
ar
e
hi
gh

lig
ht
ed

in
sa
lm

on
co
lo
ur
.S

ca
le

ba
r
sh
ow

n
in

SN
Ps

pe
r
si
te
.D

et
ai
ls
of

th
e
st
ud

y
da

ta
se
ts

ar
e
pr
ov
id
ed

in
su
pp

le
m
en

ta
ry

te
xt

S1
an

d
su
pp

le
m
en

ta
ry

fil
e
S3

.N
CB

I:
N
at
io
na

lC
en

te
r
fo
r
B
io
te
ch
no

lo
gy

In
fo
rm

at
io
n.

https://doi.org/10.1183/13993003.01237-2022 6

EUROPEAN RESPIRATORY JOURNAL ORIGINAL RESEARCH ARTICLE | A.J. VAN TONDER ET AL.

http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials
http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials


M. avium subsp. hominissuis
198 genomes from 106 patients were characterised as M. avium subsp. hominissuis (figure 5a). 33 patients
had CF, 43 had non-CF bronchiectasis and 21 had other lung conditions (COPD n=14; ILD n=1; ABPA
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FIGURE 4 Mycobacterium avium global fastBAPS phylogenies. Midpoint-rooted maximum likelihood phylogenetic trees for a) M. avium subsp. avium
FB10, b) M. avium subsp. avium FB15, c) M. avium subsp. hominissuis FB6 and d) M. avium subsp. hominissuis FB11. The taxa are clustered
according to their sequence similarities. The lengths of the branches are scaled in nucleotide substitutions per site. The source of isolate, country
of collection and study are shown as datastrips to the right of the phylogenies. Isolates from the Royal Brompton Hospital are shown in red colour.
Scale bars shown in single nucleotide polymorphisms (SNPs) per site. Details of the study datasets are provided in supplementary text S1 and
supplementary file S3.
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n=5; sarcoidosis n=1; asthma n=11). Four patients had no pre-existing respiratory disease. Disease
metadata were unavailable for the remaining five patients. Genomic clustering identified 17 lineages and
seven putative transmission clusters containing between two and 16 patients (supplementary table S4). The
largest cluster of 16 isolates is shown in figure 5b, and comprised patients with CF (n=4), non-CF
bronchiectasis (n=7), COPD (n=3) and a single patient with no pre-existing lung condition (metadata were
unavailable for one patient). Two pairs of patients in each of the clusters, MAH_FB8_1 and
MAH_FB14_9, were found to have epidemiological links.

Of the 20 defined fastBAPS lineages in the global collection, MAH_FB6 and MAH_FB11 had lower
median pairwise SNP distances and contained Royal Brompton Hospital isolates (figure 5c and
supplementary figure S3c). Both lineages were composed completely or near-completely of isolates
collected in the UK (figure 4c and d). The star-like structure of the FB6 phylogeny is suggestive of a
point-source outbreak, and applying a transmission SNP threshold of 16 SNPs showed that 41 out of 45 of
the isolates in FB6 would have formed a transmission cluster that included both isolates from this study
and isolates from other UK studies (supplementary figure S4b) [23, 25]. Two small transmission clusters,
containing Royal Brompton Hospital and other UK isolates, were also identified in FB11.

M. chimaera
359 sequenced isolates collected from 155 patients were identified as M. chimaera; 37 of the patients had
CF, 60 had non-CF bronchiectasis and 50 patients had other lung conditions (COPD n=24; ILD n=10;
ABPA n=11; pleural thickening with enfolded lung n=1; lung non-mucinous adenocarcinoma n=1;
granulomatosis with polyangiitis n=1; M. tuberculosis in lymph nodes during same endoscopy procedure
n=1; primary ciliary dyskinesia n=1; asthma n=17). There were five patients with no pre-existing
respiratory disease and metadata were unavailable for a further nine patients. A single lineage, Mc_FB3,
corresponding to the previously characterised Group 1 accounted for 332 out of 359 (92.5%) of the
sequenced isolates, with most of the remaining isolates (25 out of 359 (7.0%)) forming a second main
lineage, Mc_FB4, corresponding to Group 2 (figure 6a). 13 putative transmission clusters containing
between two and 106 patients were identified (supplementary table S5). 12 potential epidemiological links
between 15 different patients were found in transmission cluster Mc_FB3_1, the largest transmission
cluster of 106 patients (figure 6b, and supplementary tables S5 and S6). Of the patients in this cluster, 43
had non-CF bronchiectasis, 24 had CF, 13 had COPD, 14 had asthma, seven had ILD, two had ABPA,
one had pleural thickening with enfolded lung, one had lung non-mucinous adenocarcinoma and one had
primary ciliary dyskinesia. Three patients had no pre-existing lung condition and disease status was
missing for five patients. 15 patients underwent antibiotic treatment during the study period.

The global phylogenetic tree containing 155 isolates from Royal Brompton Hospital and 671 previously
published isolates was topologically similar to the tree built using only the isolates from the Royal
Brompton Hospital with a single major clade with low genetic diversity present, Mc_FB6 (Group 1)
(figure 6c). Isolates from the two clusters with more than 10 representatives, Mc_FB5 (Group 2) and
Mc_FB6, were remapped to local references and new phylogenetic trees constructed (figure 7a and b).
Most isolates in Mc_FB5 were collected from patients with respiratory conditions or patients with
infections following cardiac surgeries. There was, however, a distinct subclade rooting within this diversity
containing only isolates from HCUs or hospital water supplies (figure 7a). Within Mc_FB6 a more deeply
rooting (ancestral) diverse clade contained mainly human isolates and the larger shallower clade rooting
within this contained most of the HCU isolates interspersed with human isolates (figure 7b and c). Due to
the large number of isolates assigned to Mc_FB6 (n=765), further genomic lineage assignment was
performed using fastBAPS to identify five sublineages within Mc_FB6 (figure 7b and c). New mapping
was performed for the three lineages with more than 10 isolates (figure 8a–c). Two of these lineages,
Mc_FB6_FB2 and Mc_FB6_FB4, were completely or nearly completely composed of patient isolates
(figure 8b and c). Most of the isolates collected from HCUs or water supplies made up the bulk of
Mc_FB6_FB1, although human isolates were distributed throughout the tree (figure 8a). Putative
transmission clusters were calculated for all five lineages using a pairwise SNP threshold of 30 SNPs
(supplementary table S7). Transmission clusters containing Royal Brompton Hospital isolates were found
in each of the lineages, with the largest found in Mc_FB6_FB1, comprising 258 HCU isolates, 230 patient
isolates and a single isolate from a water supply (supplementary table S7).

Discussion
The aims of this study were to characterise the population structure of MAC isolates collected in a London
hospital, and to identify potential transmission between CF and non-CF patients. During the sampling
period we identified 45 patients infected with more than one species or lineage. This suggests that many of
the patients had polymicrobial infections and that certain lineages were preferentially sampled at different
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times. This has been observed previously in other longitudinal samples of patients with MAC lung disease
[26] and suggests that single colonies from sputum swabs may be underrepresenting the underlying
diversity of MAC species in patients. Therefore, to better understand the ecology and transmission of MAC
species in the lung, a deep-sequencing approach in which plate sweeps from swabs or mycobacteria
growth indicator tube cultures are utilised should be considered for future studies.

Previous studies have used thresholds of 15–25 SNPs to identify putative transmission clusters in NTM
species [14, 19, 24]. Rather than using a previously applied or arbitrary threshold, we used a method
developed to define SNP thresholds in Staphylococcus aureus [27]. This allowed us to calculate a
threshold for each species using the longitudinal isolates collected in the Royal Brompton Hospital. The
thresholds calculated for M. intracellulare and M. avium subsp. hominissuis of 16 SNPs were similar to
those previously applied [24]. While we obtained higher thresholds of 30 and 58 SNPs for M. chimaera
and M. avium subsp. avium, respectively, this did not result in an inflated number of transmission clusters,
as applying a threshold of 16 SNPs to the M. avium subsp. avium dataset would have resulted in only two
fewer clusters. These larger values were predominantly due to high levels of within-host diversity observed
in patients with both M. avium subsp. avium and M. chimaera.

Using these SNP thresholds, we were able to identify putative transmission clusters among all four of the
MAC species/subspecies investigated. Broadly, two different patterns of infection were observed. Among
M. intracellulare and the two M. avium subspecies, our results suggested that there have been multiple
independent introductions into the human population followed by onward transmission. Our analysis of
M. chimaera, however, identified a single large transmission cluster which linked 106 out of 155 (68.4%)
of our patients infected with this species. Most of these transmission clusters contained both CF and
non-CF patients, and a small number also contained patients with no pre-existing lung conditions.

Using our criteria, we were unable to identify potential epidemiological links for most patients included in
the transmission clusters. The exception to this was the largest M. chimaera transmission cluster where we
found 12 potential epidemiological links up to 1 year before sampling began. The tight infection control
surrounding patients with CF, which prioritises preventing cross-infection through hygiene and segregation,
means that they are unlikely to have interacted with patients with other lung conditions while in hospital.
Outpatient clinics are organised so that patients are seen individually and, during inpatient care, CF patients
are given individual rooms with en suite facilities. This implies that transmission is likely occurring via
other pathways, such as through environmental intermediates or through a reservoir of healthy,
asymptomatic carriers in the wider population. This observation is not unique and there has been
considerable debate whether NTM transmission between patients is occurring, even when transmission is
strongly supported by genome-based analysis [14, 19, 28]. The limited evidence of epidemiological links
between patients in transmission clusters as well as the ubiquitous presence of NTM species in the
environment, especially water supplies, has led some researchers to suggest that the dissemination of NTM
lineages at a national level is associated with exposure to contaminated water supplies [19]. While there is
certainly strong evidence for the same lineages being isolated from water supplies and patients in the same
location [24], the absence of a single national water supply in even a comparatively small country like the
UK would suggest that closely related isolates collected from different geographical locations are unlikely to
be due to a single contaminated water supply. It is, however, possible that transmission networks may
include local water supplies as intermediates. The alternative hypothesis that NTM populations are being
maintained in apparently healthy individuals with no symptoms of NTM lung disease is equally worthy of
consideration. This would explain the presence of local and long-distance transmission clusters in the
absence of direct epidemiological links as well as the presence of phylogeographical structure in NTM trees.
To better address how NTM species are being transmitted, future studies should focus on collecting isolates
from the environment as well as from the general population, perhaps focusing on smokers where there is
some evidence that they may provide a reservoir for NTM species and other opportunistic pathogens [20].

The inclusion of published genomes alongside the Royal Brompton Hospital isolates allowed us to use our
defined pairwise SNP thresholds to identify putative MAC lineages circulating in the UK and globally.
Apart from the M. chimaera lineages that were known to be associated with HCUs, we were unable to
identify large globally circulating lineages like those observed in M. abscessus. This potentially suggests
different evolutionary dynamics among the MAC species or, in the case of M. intracellulare, may simply
reflect a lack of comprehensive sampling. We were only able to identify a single lineage containing Royal
Brompton Hospital isolates among the two M. avium subspecies that included isolates from outside the
UK. This cluster comprised most of the isolates in MAA_FB15 (figure 4b). Given that most M. avium
genomes have been collected in the UK or USA, a more comprehensive global sampling strategy could
potentially reveal the existence of additional globally circulating clones.
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When we calculated global transmission clusters for M. chimaera using a pairwise SNP threshold of 30
SNPs (supplementary table S7), we found that most clusters either consisted of isolates from across Europe
or included isolates from other parts of the world such as Australia. Notably, we identified a single large
transmission cluster containing 489 isolates from 12 countries that included most of the HCU-associated
isolates. Previous work investigating the global population structure of M. chimaera suggested that the
majority of M. chimaera transmission globally was associated with point-source contamination of HCUs
during manufacturing which then led to direct infection of patients undergoing cardiac surgery [11]. Our
study included isolates collected from HCUs and cardiac patients as well as patients with lung conditions
such as CF and non-CF bronchiectasis. This enabled us to investigate the global population structure of
M. chimaera in more detail than has previously been possible [11, 29]. Strikingly, we discovered clear
evidence for distinct lineages within the global phylogeny that were almost exclusively associated with
patient isolates, indicating considerable onward transmission. In addition, most of the HCU-associated
isolates were clustered together in a single lineage that was derived from the lineages containing only
human isolates (figure 6b). This was also true of a second, smaller, lineage that contained only HCU and
environmental isolates. The results suggest that the predominant HCU-associated lineage is descended
from a M. chimaera population already circulating among patients with respiratory diseases, and that a
similar derivation has happened on at least one other occasion.

Potential limitations of this study are the lack of environmental samples as well as the distinct bias with
respect to country of isolation in the contextual dataset. Given the lack of direct patient–patient contact and
epidemiological links, inclusion of samples collected from wards and hospital water supplies could
potentially have revealed additional vectors of transmission. Assembling useful contextual datasets is
reliant on what is available in the public domain, and the geographical bias towards the USA and UK in
these datasets is not confined to this study.

Our results showed that polymicrobial infections by different MAC species are not uncommon and that
transmission is occurring between CF and non-CF patients even in the presence of strict infection controls.
This suggests that all of the species and subspecies within the MAC, like M. abscessus, are capable of
generating lineages that can sustain transmission within the human population, albeit to different extents.
We also provided evidence that the lineage responsible for the HCU-vectored M. chimaera outbreak was
derived from an existing lineage which was already circulating among patients with pre-existing lung
conditions, indicating that this is also true of M. chimaera, even after excluding the extensive
HCU-vectored outbreak event. To better understand the transmission dynamics and to prevent continuing
circulation of MAC and other NTM species, future studies should include sampling of environmental
reservoirs and potential asymptomatic carriers.

Sequencing reads have been deposited in the European Nucleotide Archive under project PRJEB21813
(supplementary file S2).

Conflict of interest: J. Parkhill received consulting fees from and holds stock in Next Gen Diagnostics LLC.
M.R. Loebinger received consulting fees from Savara, AstraZeneca, Insmed, Grifols, Zambon, Armarta and 30T, and
received honoraria from Insmed and Grifols. No other authors have potential competing interests.

Support statement: This project was supported by the Asmarley Trust, the Wellcome Trust and the NIHR
Respiratory Disease Biomedical Research Unit at the Royal Brompton and Harefield NHS Foundation Trust,
Imperial College London. H.C. Ellis’ CRF was funded by a grant from the Welton Foundation. K. Kumar’s Clinical
PhD was supported by a Lee Family Endowment. Funding information for this article has been deposited with the
Crossref Funder Registry.

References
1 Griffith DE, Aksamit T, Brown-Elliott BA, et al. An official ATS/IDSA statement: diagnosis, treatment, and

prevention of nontuberculous mycobacterial diseases. Am J Respir Crit Care Med 2007; 175: 367–416.
2 Chan ED, Bai X, Kartalija M, et al. Host immune response to rapidly growing mycobacteria, an emerging

cause of chronic lung disease. Am J Respir Cell Mol Biol 2010; 43: 387–393.
3 Iseman MD, Marras TK. The importance of nontuberculous mycobacterial lung disease. Am J Respir Crit Care

Med 2008; 178: 999–1000.
4 Donohue MJ, Wymer L. Increasing prevalence rate of nontuberculous mycobacteria infections in five states,

2008–2013. Ann Am Thorac Soc 2016; 13: 2143–2150.
5 Philley JV, Griffith DE. Treatment of slowly growing mycobacteria. Clin Chest Med 2015; 36: 79–90.

https://doi.org/10.1183/13993003.01237-2022 14

EUROPEAN RESPIRATORY JOURNAL ORIGINAL RESEARCH ARTICLE | A.J. VAN TONDER ET AL.

http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials
https://www.ebi.ac.uk/ena/browser/
http://erj.ersjournals.com/lookup/doi/10.1183/13993003.01237-2022.figures-only#fig-data-supplementary-materials
https://www.crossref.org/services/funder-registry/


6 Adjemian J, Olivier KN, Prevots DR. Epidemiology of pulmonary nontuberculous mycobacterial sputum
positivity in patients with cystic fibrosis in the United States, 2010–2014. Ann Am Thorac Soc 2018; 15:
817–826.

7 Hoefsloot W, van Ingen J, Andrejak C, et al. The geographic diversity of nontuberculous mycobacteria
isolated from pulmonary samples: an NTM-NET collaborative study. Eur Respir J 2013; 42: 1604–1613.

8 Olivier KN, Weber DJ, Wallace RJ, et al. Nontuberculous mycobacteria. I: multicenter prevalence study in
cystic fibrosis. Am J Respir Crit Care Med 2003; 167: 828–834.

9 Achermann Y, Rössle M, Hoffmann M, et al. Prosthetic valve endocarditis and bloodstream infection due to
Mycobacterium chimaera. J Clin Microbiol 2013; 51: 1769–1773.

10 Sax H, Bloemberg G, Hasse B, et al. Prolonged outbreak of Mycobacterium chimaera infection after
open-chest heart surgery. Clin Infect Dis 2015; 61: 67–75.

11 van Ingen J, Kohl TA, Kranzer K, et al. Global outbreak of severe Mycobacterium chimaera disease after
cardiac surgery: a molecular epidemiological study. Lancet Infect Dis 2017; 17: 1033–1041.

12 Falkinham JO. Nontuberculous mycobacteria in the environment. Clin Chest Med 2002; 23: 529–551.
13 Falkinham JO. Nontuberculous mycobacteria from household plumbing of patients with nontuberculous

mycobacteria disease. Emerg Infect Dis 2011; 17: 419–424.
14 Bryant JM, Grogono DM, Greaves D, et al. Whole-genome sequencing to identify transmission of

Mycobacterium abscessus between patients with cystic fibrosis: a retrospective cohort study. Lancet 2013;
381: 1551–1560.

15 Bryant JM, Grogono DM, Rodriguez-Rincon D, et al. Emergence and spread of a human-transmissible
multidrug-resistant nontuberculous mycobacterium. Science 2016; 354: 751–757.

16 Everall I, Nogueira CL, Bryant JM, et al. Genomic epidemiology of a national outbreak of post-surgical
Mycobacterium abscessus wound infections in Brazil. Microb Genomics 2017; 3: e000111.

17 Aitken ML, Limaye A, Pottinger P, et al. Respiratory outbreak of Mycobacterium abscessus subspecies
massiliense in a lung transplant and cystic fibrosis center. Am J Respir Crit Care Med 2012; 185: 231–232.

18 Davidson RM, Hasan NA, Epperson LE, et al. Population genomics of Mycobacterium abscessus from U.S.
Cystic Fibrosis Care Centers. Ann Am Thorac Soc 2021; 18: 1960–1969.

19 Lipworth S, Hough N, Weston N, et al. Epidemiology of Mycobacterium abscessus in England: an
observational study. Lancet Microbe; 2021; 2: e498–e507.

20 Ruis C, Bryant JM, Bell SC, et al. Dissemination of Mycobacterium abscessus via global transmission networks.
Nat Microbiol 2021; 6: 1279–1288.

21 Hasan NA, Davidson RM, Epperson LE, et al. Population genomics and inference of Mycobacterium avium
complex clusters in cystic fibrosis care centers, United States. Emerg Infect Dis 2021; 27: 2836–2846.

22 Harris SR, Feil EJ, Holden MTG, et al. Evolution of MRSA during hospital transmission and intercontinental
spread. Science 2010; 27: 469–474.

23 Quan TP, Bawa Z, Foster D, et al. Evaluation of whole-genome sequencing for mycobacterial species
identification and drug susceptibility testing in a clinical setting: a large-scale prospective assessment of
performance against line probe assays and phenotyping. J Clin Microbiol 2018; 56: e01480-17.

24 Lande L, Alexander DC, Wallace RJ, et al. Mycobacterium avium in community and household water,
suburban Philadelphia, Pennsylvania, USA, 2010–2012. Emerg Infect Dis 2019; 25: 473–481.

25 Votintseva AA, Pankhurst LJ, Anson LW, et al. Mycobacterial DNA extraction for whole-genome sequencing
from early positive liquid (MGIT) cultures. J Clin Microbiol 2015; 53: 1137–1143.

26 Operario DJ, Pholwat S, Koeppel AF, et al. Mycobacterium avium complex diversity within lung disease, as
revealed by whole-genome sequencing. Am J Respir Crit Care Med 2019; 200: 393–396.

27 Coll F, Raven KE, Knight GM, et al. Definition of a genetic relatedness cutoff to exclude recent transmission of
meticillin-resistant Staphylococcus aureus: a genomic epidemiology analysis. Lancet Microbe 2020; 1:
e328–e335.

28 Bronson RA, Gupta C, Manson AL, et al. Global phylogenomic analyses of Mycobacterium abscessus provide
context for non cystic fibrosis infections and the evolution of antibiotic resistance. Nat Commun 2021; 12:
5145.

29 Schreiber PW, Kohl TA, Kuster SP, et al. The global outbreak of Mycobacterium chimaera infections in cardiac
surgery – a systematic review of whole-genome sequencing studies and joint analysis. Clin Microbiol Infect
2021; 27: 1613–1620.

https://doi.org/10.1183/13993003.01237-2022 15

EUROPEAN RESPIRATORY JOURNAL ORIGINAL RESEARCH ARTICLE | A.J. VAN TONDER ET AL.


	Mycobacterium avium complex genomics and transmission in a London hospital
	Abstract
	Introduction
	Methods
	Bacterial isolates and study period
	Whole-genome sequencing and data analysis

	Results
	Patient demographics
	Species distribution
	M. intracellulare
	M. avium
	M. avium subsp. avium
	M. avium subsp. hominissuis

	M. chimaera

	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 10%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (None)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2001
  ]
  /PDFX1aCheck true
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    33.97000
    33.97000
    33.97000
    33.97000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50000
    8.50000
    8.50000
    8.50000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f300130d330b830cd30b9658766f8306e8868793a304a3088307353705237306b90693057305f00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /FRA <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.280 841.890]
>> setpagedevice


