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In order to describe the transmission of tuberculosis (TB) at the clonal level in a defined geographic region
during a certain period of time, all isolates ofMycobacterium tuberculosis collected during 1992 from Greenland
were subjected to analyses of DNA restriction fragment length polymorphism (RFLP). The RFLP patterns
obtained by probing the genomic DNA with the repetitive insertion segment IS6110 revealed a high degree of
similarity among the isolates, indicating a relatively high transmission rate and a close relationship between
the individual M. tuberculosis clones. This was further confirmed by reprobing the Southern blots with two
more-stable genetic markers, IS1081 and the DR sequence. The RFLP patterns were compared with those of
245 M. tuberculosis strains collected from Denmark during the same period (representing 91% of all new,

bacteriologically verified cases ofTB in Denmark in 1992). One of the three prevalent IS6110-defined clusters
was traced to a group of immigrants from Greenland living in a small, defined geographical region in Denmark
and to a group of Danish citizens either with known contact with these immigrants or, in other cases, with a
record of previous travel or working activities in Greenland. The study showed that the present technique is
extremely helpful in monitoring the spread of TB and thereby also contributing to improved disease control.

Tuberculosis (TB) still remains one of the major infectious
diseases causing morbidity and mortality throughout the world
(20, 27). Although 95% of all new TB cases and deaths occur
in developing countries (26), TB, considered a disease of
poverty and of the past, has returned even in industrialized
countries, in part because of the AIDS pandemic (4, 22).
Multidrug-resistant tuberculosis has emerged as a major prob-
lem among human immunodeficiency virus (HIV)-infected
persons in New York and in Florida (4). Because infection with
HIV is associated with increased susceptibility to TB or at least
with accelerated progression and mortality of the disease, it is
feared that the incidence of TB will increase even further as

the HIV epidemic continues to develop. There is therefore an
urgent need for new tools to assist in TB control. In this
context, epidemiological investigations are of great impor-
tance. A thorough understanding of the transmission and
pathogenesis of TB is fundamental for the development of a

rational approach to disease control. The identification of the
infectious source and the tracing of individuals in contact with
the infected persons are important aspects of limiting the
dissemination of TB. The discovery of strain-specific DNA
fingerprint patterns on the basis of the occurrence of repetitive
DNA elements in the chromosome of Mycobacterium tubercu-
losis has provided epidemiologically very useful tools for
monitoring the spread of individual strains (17, 19, 21). The
use of this novel technique in conjunction with conventional
microbiological and clinical investigations is providing in-
creased insight into the current epidemiology of TB.
As described previously (3, 7, 10, 16-18, 23, 28, 31, 33, 35),
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five different repetitive DNA elements have been discovered in
M. tuberculosis complex strains. The insertion sequence
IS6110, belonging to the IS3 family of insertion elements of
enterobacteria, has been widely used as a probe for strain
differentiation (3, 6, 11, 14, 17, 23). The DNA fingerprint
patterns generated with this probe after digestion of genomic
DNA with the endonuclease PvuII are relatively simple and
amenable to computerized analyses and comparison. More-
over, the degree of the restriction fragment length polymor-
phism (RFLP) generated appears well suited for epidemiologic
investigations. So far, the DNA fingerprinting technique for M.
tuberculosis isolates with the IS6110 probe has mainly been
used to confirm suspected cases of transmission (2, 4, 5, 8, 9,
12, 13, 15) and to detect laboratory contamination (25).
Recently, two population-based epidemiological studies of TB
by conventional and molecular methods were reported (1, 24).
In this study, all new isolates of M. tuberculosis obtained from
Greenland during the year 1992 were investigated. The TB
transmission between Denmark and Greenland, two geograph-
ically separated and epidemiologically quite different parts of
one kingdom, was also investigated by study of isolates ob-
tained from immigrants from Greenland living in Denmark as

well as isolates derived from Danish TB patients in the same

period of time. The RFLP patterns obtained with IS6110 as a

probe were compared with those obtained with two other
genetic markers, IS1081 and the DR region.

MATERLALS AND METHODS

Bacterial strains. The isolates of M. tuberculosis were col-
lected as a part of a cross-sectional study performed during
1992 at the Mycobacteria Department at Statens Seruminstitut
in Copenhagen, Denmark. This laboratory serves as a central
diagnostic service laboratory for all of Denmark including the
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Faroe Islands and Greenland. A total of 272 strains, represent-
ing 92% of all new, bacteriologically verified cases of TB in
Denmark, the Faroe Islands, and Greenland in 1992, were
examined. Eight percent of all the new cases were not exam-
ined because the bacterial cultures were not available for DNA
extraction. Of these analyzed isolates, 49 are described in
this report either because they originated from a sample
submitted from Greenland (n = 27), because they were
obtained from immigrants from Greenland living in Denmark
(n = 9), or because their RFLP patterns could be aligned
to a prevalent pattern found in the samples from Greenland
(n = 13). The isolates were identified asM tuberculosis on the
basis of standard microbiological tests. All isolates were fully
susceptible to isoniazid, streptomycin, rifampin, and ethambu-
tol.
DNA probes. Three different DNA probes were used in the

present study. They were (i) a 245-bp probe directed against
the right arm of IS6110 (32), (ii) a 236-bp probe directed
against IS1081, which is a 1,346-bp sequence related to the
IS256 family of insertion elements originally found in Staphy-
lococcus aureus (7, 32), and (iii) a probe directed against the
so-called DR sequence, which is a directly repeated sequence
of 36 bp clustered in one region of the genome of M
tuberculosis complex species and interspersed by nonrepetitive
sequences of 36 to 41 bp (16, 32). All three probes were
prepared by PCR and purified by agarose electrophoresis as
described previously (16, 17, 34). They were all nonradioac-
tively labelled by use of an enhanced chemiluminescence kit
(Amersham International plc, Little Chalfont, United King-
dom), as instructed by the manufacturer.
RFLP analyses. DNA fingerprinting was performed essen-

tially as described previously (30). The technique includes the
following steps: growth of M tuberculosis strains on Lowen-
stein-Jensen slopes at 37°C for 3 weeks; extraction of genomic
DNA from the bacteria; digestion of the DNA with the
restriction endonuclease PvuII; separation of the digested
DNA by electrophoresis in 0.8% agarose gel in a buffer
containing 90 mM Tris base, 90 mM boric acid, and 2 mM
EDTA overnight (voltage, 0.8 V/cm); transfer of the separated
DNA from the gel to a positively charged nylon membrane
(Hybond N+; Amersham) in a vacuum transfer device (Mil-
liblot V system; Millipore Corp., Bedford, Mass.); probing for
the repetitive elements with labelled DNA probes; and detec-
tion of bound probes by the enhanced chemiluminescence
direct nucleic acid detection system (Amersham).
To facilitate the determination of the size of each IS6110-

hybridizing fragment in computer-assisted analyses for com-
parison of fingerprints of M tuberculosis strains, we used, as
recommended previously (30), a mixture of HindIII-digested
lambda DNA and HaeIII-digested 4X174 DNA as an external
marker and a mixture of PvuII-digested supercoiled DNA
ladder and HaeIII-digested 4X174 DNA as an internal
marker. The internal marker was added to the wells together
with the cleaved M tuberculosis DNA and visualized by
reprobing the blots with enhanced chemiluminescence kit-
labelled molecular size marker standards. In addition to the
two molecular size marker standards, a lane of PvuII-digested
chromosomal DNA of an M tuberculosis reference strain,
Mt.14323 (strain collection, Laboratory of Bacteriology and
Antimicrobial Agents, National Institute of Public Health and
Environmental Protection, Bilthoven, The Netherlands), was
included in each gel as a standard.

Analyses of RFLP patterns. The pictures obtained from both
hybridization with the IS6110 probe and rehybridization with
the internal marker probe were scanned by a scanner inter-
faced with a personal computer in which the program Bioim-
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FIG. 1. IS6110 fingerprints of M. tuberculosis strains. Lanes 11, 13,
16, 18, 20, and 21 in panel A and lanes 13, 15, and 17 in panel B
represent strains isolated from immigrants from Greenland living in
Denmark. Lanes 14, 16, and 18 in panel B represent strains derived
from Danish patients. The remaining lanes contain samples submitted
from Greenland. The isolate identification numbers of the individual
isolates shown in the figure are as follows. (A) Lane 1, 103; lane 2, 109;
lane 3, 126; lane 4, 151; lane 5, 157; lane 6, 217; lane 7, 222; lane 8, 160;
lane 9, 228; lane 10, 67; lane 11, 144; lane 12, 159; lane 13, 227; lane 14,
297; lane 15, 137; lane 16, 156; lane 17, 261; lane 18, 238; lane 19, 177;
lane 20, 292; lane 21, 299. (B) Lane 1, 80; lane 2, 161; lane 3, 166; lane
4, 176; lane 5, 198; lane 6, 211; lane 7, 219; lane 8, 229; lane 9, 232; lane
10, 245; lane 11, 240; lane 12, 111; lane 13, 120; lane 14, 4; lane 15, 5;
lane 16, 65; lane 17, 53; lane 18, 70. The IS6110 fingerprint pattern of
the reference strain was deleted from this figure. Sizes of standard
DNA fragments are indicated to the left of each panel in kilobase pairs.

age Whole Band Analyzer, version 3 (Millipore Corporation,
Ann Arbor, Mich.), was installed. On the basis of the molec-
ular sizes of the hybridizing fragments and the number of
IS6110 copies of each isolate, the similarity values among all
the fingerprint patterns were calculated with a deviation value
of 4%, and the relationship between all the isolates was
defined mathematically. The RFLP patterns obtained by using
the IS1081 probe and the DR probe were compared visually.

Patient information. The filing of the data used in this study
was approved by the Danish Ministry of Health (ktj.nr.
93/0763-9) as required by Danish legislation. The ethical
aspects of this study, i.e., the cases in which patients were
contacted directly and questioned about possible contacts with
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FIG. 2. Computer-generated lane map combining the RFLP patterns of all 27 isolates from Greenland. The lanes are arranged in a hierarchy
according to the level of similarity to the leftmost lane on the map (strain number 103). Strain identification numbers corresponding to the
indicated lanes are as follows: 1, 103; 2, 109; 3, 151; 4, 157; 5, 217; 6, 222; 7, 159; 8, 297; 9, 261; 10, 137; 11, 228; 12, 111; 13, 160; 14, 177; 15, 80;
16, 166; 17, 176; 18, 67; 19, 126; 20, 161; 21, 198; 22, 211; 23, 219; 24, 229; 25, 232; 26, 245; 27, 240. Sizes of standard DNA fragments are indicated
(in kilobase pairs) to the left of the figure.
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FIG. 3. Dendrogram based on computer-assisted comparison of DNA fingerprints obtained by IS6110 probes compared with DNA
fingerprinting patterns obtained by IS1081 and DR. Included in the figure are all 39 fingerprints from Fig. 1. The levels of similarity among the
patterns are given as percentages, as indicated below the dendrogram. Brackets I, II, and III indicate clusters defined by the computer-assisted
analysis of the IS6110-defined patterns. (A) Isolate identification numbers; (B) IS6110-defined pattern; (C) DR-defined pattern; (D) IS1081-
defined pattern. Isolates 53, 227, 144, 292, 120, 5, 156, 238, and 299 were obtained from immigrants from Greenland living in Denmark. Isolates
4, 65, and 70 were obtained from Danish patients. The remainder are the isolates submitted from Greenland.



MOLECULAR EPIDEMIOLOGY OF TUBERCULOSIS 3021

A 1 2 3 4 5 6 7 8 9101112131415161718192021

6.0_

4.0- p-5_ _ =

3.0- -""'-

A 1 2 3 4 5 6 7 8 9 1011 12131415161718192021

2.1_

2.1_

1 .4

B 1 2 3 4 5 6 7 8 9 1011 12 13115 16 17 18

6.0_

4.0_ __wo~~ __so_____wo .som m~ %mw.0..0 v - -

ao~~~~__

4- r_ .a_ __ _ _

B 1 2 3 4 5 6 7 8 9 10 1112 131415161718

6.0-

3.0 _

2.1

1.4-

FIG. 4. IS1081 DNA fingerprints obtained from reprobing the blots
shown in Fig. 1. Panel and lane designations are as defined in the Fig.
1 legend. Sizes of standard DNA fragments are indicated to the left of
each panel in kilobase pairs.

FIG. 5. DR DNA fingerprints obtained from reprobing the blots
shown in Fig. 1. Panel and lane designations are as defined in the Fig.
1 legend. Sizes of standard DNA fragments are indicated to the left of
each panel in kilobase pairs.

other TB patients and travel activities, were evaluated and
approved by the ethical committee of Copenhagen [J.nr. (KF)
01-503/93].

RESULTS

With the purpose of characterizing TB transmission at the
clonal level in a defined and relatively isolated region with a
high TB incidence, we analyzedM tuberculosis isolates from all
new cases of bacteriologically verified TB diagnosed in Green-
land in the year 1992 (n = 27) by use of a DNA fingerprinting
technique. By the same method, we analyzed 91% of all new
cases of bacteriologically verified TB in Denmark in 1992 (n =
245), including all samples from immigrants from Greenland
living in Denmark (n = 9). The RFLP patterns of the isolates
obtained from Greenland were compared with the RFLP
patterns of the isolates collected in Denmark. Six immigrants
from Greenland and 13 Danish patients were observed to be
infected with a clone either identical to or very similar to one
of the most prevalent clones in Greenland.

Characteristics of IS6110 RFLP patterns. The IS6110 DNA
fingerprints of 39 of the 49M tuberculosis isolates are shown in
Fig. 1. The fingerprints of the other 10 isolates obtained from
the Danish patients are not shown, because these isolates were
fingerprinted in several separate experiments. An overview of
the RFLP patterns of all the M tuberculosis isolates from
Greenland is illustrated with a computer-derived lane map
shown in Fig. 2. According to a computer-assisted comparison
of the DNA fingerprints, the RFLP patterns fell into only three
clusters, as shown by the dendrogram in Fig. 3. The isolates of

two of the clusters (clusters I and III) exhibited a very high
degree of similarity. The number of IS6110 copies per genome
ranged from 9 to 15. Ten out of 27 isolates from Greenland
carried 15 copies of IS6110. Two prevalent patterns, containing
10 and 15 copies of IS6110, were found in eight and six isolates,
respectively, which account for 52% of the total number of
samples from Greenland. In contrast to previously reported
studies (6, 32, 33) and to ongoing studies on strains isolated in
Denmark and Tanzania (34a), we did not find any isolate
carrying only one copy of the IS6110 element. The lowest
number of IS6110 copies per isolate was nine.
Comparison of RFLP patterns associated with two other

genetic markers. Only two transposable elements have so far
been found in the M. tuberculosis complex: the above-men-
tioned IS6110 and IS1081 (32). IS1081 has previously been
demonstrated to be much more stably integrated in the
chromosome than IS6110 (32). In fact, the RFLP patterns
obtained with IS1081 as a probe did not allow strain differen-
tiation to nearly the same degree as those obtained with
IS6110. We wanted to determine whether the IS1081 defined
clusters would follow the IS6110 clustering. The RFLP pat-
terns obtained with IS1081 as a probe are shown in Fig. 4. The
number of IS1081 copies per chromosome was six for all of the
39 isolates analyzed. Only three patterns were observed among
the 39 isolates. As summarized in the table in Fig. 3, a clear
correlation between the clusters defined by IS1081 and by
IS6110 was observed. All the isolates included in cluster I
defined by IS6110 typing showed identical IS1081 banding
patterns, and the isolates included in cluster II and cluster III
showed another IS1081 banding pattern, with the exception of
one isolate in cluster II (number 238), which gave rise to
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GREENLAND (KALAALLIT NUNAAT)

@LiL
FIG. 6. Map of Greenland on which the distribution of different

IS6110-defined M. tuberculosis clones is marked. Open triangles,
cluster I; open squares, cluster II; open circles, cluster III. The
numbers inside these symbols refer to the IS6110-defined pattern of
each isolate.

pattern 3. This isolate is, however, the most distantly related of
the isolates in that cluster, as determined by IS6110 probing.
The DR sequences of M. tuberculosis had previously been

described as useful markers for strain differentiation when
applied on Alu-cleaved DNA and had proved to be especially
useful in characterization of strains carrying only one copy of
IS6110 (32). In an attempt to assess the applicability of a less
polymorphic marker to characterize the relationship between
isolates carrying high numbers of IS6110 copies per chromo-
some, the blots were also typed with the DR probe and
compared with the other genetic markers. Reprobing the blots
with the DR probe revealed eight different patterns among the
39 isolates (Fig. 5). The fingerprints obtained from DR re-
probing were more polymorphic than those obtained by the
IS1081 probing but less polymorphic than those demonstrated
by the IS6110 probe. The DR typing supports the clusters
defined by IS6110 (Fig. 3). The isolates showing identical
IS6110 banding patterns exhibited identical DR banding pat-
terns, e.g., the isolates included in pattern 3 and in pattern 14
defined by IS6110. Even patterns 14 and 15 in cluster III, which
differed in IS6110 banding patterns by one band, gave rise to
the same DR picture. A clear relation between the IS6110
typing and the IS1081 and DR typing was observed.

Geographical distribution of M. tuberculosis clones and
transmission of TB between Greenland and Denmark The
distribution of IS6110-defined M. tuberculosis clones in Green-

land is marked on a map of Greenland (Fig. 6). It appeared
that certain clones were prevalent in certain geographical
regions. All isolates belonging to the IS6110-defined cluster I
(patterns 1 to 5) were isolated on the west coast of Greenland
(apart from one strain isolated from an immigrant from
Greenland living in Denmark). These isolates all carry the
IS1081 element at identical segments of the chromosome.
Another example is illustrated by the three isolates from
Angmagssalik, which are not identical but closely related, as
defined by the IS6110 patterns. The IS1081 and DR patterns of
these isolates further suggest that they originated from a
common ancestor. One of the two most prevalent clones as
characterized by IS6110, pattern 14, was found mainly in the
isolates from Scoresbysund. By screening of the 245 M. tuber-
culosis isolates collected during 1992 from Denmark, these
particular RFLP patterns were further observed in 6 isolates
from immigrants from Greenland living in Denmark and in 13
isolates obtained from Danish patients. The distribution of the
related cases and the possible chain of transmission are shown
in Fig. 7.

DISCUSSION

The discovery of repetitive DNA elements in M. tuberculosis
complex strains and the establishment of DNA fingerprinting
techniques for M. tuberculosis with different genetic markers,
especially with the IS6110 probe, have made it possible to study
the epidemiology of TB at the molecular level and to detect the
infectious sources of the disease on the basis of clonal differ-
entiation of M. tuberculosis isolates. A better understanding of
the dissemination of the bacteria in a defined population will
hopefully improve the detection of new cases and the control
of disease transmission. The present study was intended to
provide an overview of the molecular epidemiology of TB in
Greenland during a 1-year period, 1992. Greenland is a
home-ruled region of Denmark with a population of approxi-
mately 50,000. Only coastal regions of the 2,200,000-km2
country are inhabited. The largest city is the capital, Nuuk,
with a population of 12,000 citizens. There are many cultural
and socioeconomic differences between Denmark and Green-
land, and although the peoples of the two countries in principle
have access to the same kind of health system the incidence of
TB is much higher in Greenland than in Denmark (>50 cases
per 100,000 people in Greenland and <10 cases per 100,000
people in Denmark, according to the National Surveillance
System, Department of Epidemiology, Statens Seruminstitut,
Copenhagen, Denmark). The IS6110-associated RFLP pat-
terns observed in the isolates from Greenland were character-
ized by a large number of IS6110 copies and a high degree of
similarity, suggesting a close relationship between the M.
tuberculosis clones circulating in Greenland. This was further
demonstrated by probing of the samples with the other known
transposable element of M. tuberculosis, the IS1081 element,
which apparently is mobilized with a much lower frequency
than IS6110. The patterns obtained with this probe were very
uniform but grouped the isolates in agreement with the
IS6110-defined clusters. Similarly, the use of the so-called DR
region as a probe grouped the isolates in accordance with the
IS6110-defined clusters. Both the DR probe and the IS1081
probe had less discriminatory power in strain differentiation
than the IS6110 probe. However, the use of these three
markers in combination appears promising in defining the
relationship between various clones during the process of
evolution.

In general, M. tuberculosis isolates with identical DNA
fingerprints, especially when they consist of multiple IS6110-

J. CLIN. MICROBIOL.
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FIG. 7. Transmission of an M. tuberculosis clone belonging to the IS6110-defined cluster III (patterns 14 and 15) between Greenland and
Denmark. Each strain is indicated by its strain identification number inside a rectangle when isolated from a male patient and within an oval when
isolated from a female patient. Patients originating from Greenland are indicated by a G, and Danish patients are indicated by a D. Known contacts
are indicated by solid lines, e.g., married couples, persons living at the same address, close neighbors, friends, etc. The dashed line encloses patients
living in or with close contact to a certain small region of Copenhagen with a high percentage of inhabitants with social and health problems. Many
immigrants from Greenland live in or frequently visit this neighborhood. Patient 227G lived in Scoresbysund before moving to Copenhagen in late
1991; patient 222G worked as a sailor and had close contact with the inhabitants of Scoresbysund; patient 260D worked in Greenland for 4 months
before contracting TB; patient 53G visited Greenland in 1990.

hybridizing bands, are epidemiologically related (6, 19, 29, 33).
This is further confirmed by our observation that certain clones
of M. tuberculosis were prevalent in certain geographical areas,
where the inhabitants appeared to have relatively frequent
contacts with each other. The degree ofDNA polymorphism in
the isolates from Greenland tended to correlate with the

degree of geographical isolation of a region. In Scoresbysund,
a fairly isolated municipality of 400 inhabitants on the east
coast of Greenland, only one cluster of closely related isolates
was observed, whereas in Nuuk, the capital city of Greenland,
and in cities on the southwest coast, more diversity was noted.
This observation is in good agreement with previous reports

VOL. 32, 1994
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(15) in which it was suggested that geographical separation of
a pool of infection may lead to the evolution of distinct
bacterial clones. Another factor contributing to the degree of
DNA polymorphism of M. tuberculosis isolates in a population
is the relative contribution of newly acquired TB versus
reactivated infection. The finding that two prevalent finger-
print patterns constituted 52% of the isolates from Greenland
and that only very limited polymorphism was observed sup-
ported the notion that the rate of transmission of TB in
Greenland was high in 1992. Because Greenland is a relatively
isolated geographic region, it is expected that, on the basis of
the present survey, a continued study of all new isolates in the
following years will provide data describing in detail the TB
distributional trends in that particular part of the world and
will also contribute insight into the evolution ofM. tuberculosis.

Another result from the present study is the observation that
one of the two most prevalent clones (pattern 14) found in
Greenland was also isolated from 13 Danish patients and from
6 immigrants from Greenland living in Denmark. The clinical
information available for these patients confirmed in several
instances the epidemiological relationship of these cases. It
was found that many of the patients appeared, as indicated in
Fig. 7, to have had some level of relationship or contact, such
as couples living together, families, neighbors, or friends. In
some cases, the direct source of infection could not be
detected, and in all cases, the possibility of another common
source of infection certainly exists. A certain region of Copen-
hagen appears to have been a central arena for the transmis-
sion of this particular clone of M. tuberculosis. This part of
Copenhagen attracts many immigrants from Greenland and is
known to house a high proportion of persons with severe social
and health problems. One of the immigrants inhabiting this
area originated from Scoresbysund, the center for this partic-
ular M. tuberculosis clone. One of the patients infected with
this clone was believed to have infected three other persons
diagnosed in 1993, i.e., after this study was completed. Myco-
bacterial DNA was available from one of these patients, and it
was demonstrated that it was not identical to the clone of
pattern 14 (data not shown). In other words, the source of
infection was falsely believed to be known. The present
technique will, in combination with a good health care pro-
gram, be extremely useful in monitoring and hopefully control-
ling the spread of the disease. The results from a cross-
sectional study of M. tuberculosis strains obtained through 1992
from the rest of the Danish population are currently under
investigation.
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