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Using geographic information system and molecular 
tools, we characterized a possible outbreak of tuberculo-
sis caused by Mycobacterium tuberculosis Beijing strain in 
17 patients in Cotonou, Benin, during July 2005–October 
2006. Most patients lived or worked in the same area and 
frequented the same local drinking bar. The isolates were 
streptomycin resistant. 

In a previous survey aimed at investigating the genetic 
biodiversity of Mycobacterium tuberculosis in Coto-

nou, Benin (1), we observed a higher prevalence of strains 
belonging to the Beijing genotype than has been reported 
in other studies in West and Central Africa (2–4). In that 
survey, we applied the results of spoligotyping and typing 
using a 12-loci mycobacterial interspersed repetitive unit–
variable number tandem repeat (MIRU-VNTR) profile to 
identify the genetic lineage of the strains. In the study de-
scribed here, we further investigated the identified Beijing 
strains by characterizing them with the more discriminatory 
set of 24-loci MIRU-VNTR (5). We also mapped the resi-
dences and workplaces of the patients by using geographic 
information system (GIS) technology.

The Study
From July 2005 through October 2006, a survey was 

conducted on 194 isolates of M. tuberculosis obtained from 
194 patients with pulmonary tuberculosis (TB) (1 isolate 
per patient) (1). Patients were recruited from the Nation-
al Hospital for Pneumology and Phtisiology in Cotonou, 
Benin, where most TB patients from the area are treated. 

Cotonou is the largest city in Benin, with a population of 
655,000 in 2002 and an area of 79 km2.

All patients gave informed consent. The study was 
approved by the National Tuberculosis Program Board of 
Benin.

Among these 194 isolates, 17 belonged to the Beijing 
ST1 family and exhibited the same 12-loci MIRU-VNTR 
pattern (223325163533). One isolate showed additional al-
leles at many loci. The median age of the patients infected 
with the M. tuberculosis strains belonging to the Beijing 
genotype (28 years) was similar to that of patients from the 
general survey (30 years).

Demographic data that included date of birth, age, sex, 
and places of residence and work were collected from each 
patient. Geo-coordinates of each patient’s residence and 
workplace were obtained by using the Global Positioning 
System (GPS) and mapped with the ArcView 3.2 software 
(ESRI, Redlands, CA, USA). We also sought to map a 
place habitually frequented by the patients.

Blood samples for HIV testing were collected from 
each patient. HIV testing was performed by using an ELI-
SA. Seropositive samples were confirmed by a discrimina-
tory HIV1/2 test (Genie II HIV1/HIV2; Bio-Rad, Marnes-
la-Coquette, France).

One sputum sample from each patient was decontami-
nated by using the modified Petroff method and cultured in 
manual Mycobacteria Growth Indicator Tube (MGIT) (6) 
and on Löwenstein-Jensen (LJ) medium. All isolates were 
identified as M. tuberculosis complex by the para-nitroben-
zoic acid method and tested for drug susceptibility against 
rifampin, isoniazid, streptomycin, and ethambutol by us-
ing the proportion method on LJ medium at the following 
respective concentrations: 40 µg/mL, 0.2 µg/mL, 4 µg/mL, 
and 2 µg/mL (7,8).

DNA was extracted by boiling a suspension of 2 drops 
of MGIT-positive cultures in 300 µL of 10 mmol/L Tris-
HCl and 1 mmol/L EDTA, pH 8.0 (1× Tris-EDTA) for 5 
minutes. MIRU-VNTR typing was performed at Geno-
screen (Lille, France) by amplifying each of the 24 inde-
pendent loci, and results were combined into digit allelic 
profiles (5). 

All patients discussed here were born in Benin and had 
lived in the country since birth. How they became infected 
with the M. tuberculosis Beijing strain is unclear. However, 
because some inhabitants of Cotonou are immigrants from 
the Asian continent, this strain could have been brought 
into the country by migrant residents of the community.

In total, 6 (35%) of 17 patients were HIV-1 seroposi-
tive, and the remaining 11 patients (65%) were HIV sero-
negative. In contrast with the results in the initial survey, 
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the M. tuberculosis Beijing strain was more likely to be iso-
lated from HIV seropositive patients than from those who 
were HIV seronegative (21 [12%] of 173 (p = 0.024).

Of the 17 M. tuberculosis isolates belonging to the Bei-
jing genotype, drug susceptibility testing results were avail-
able for 16. All isolates from the 16 patients were resistant 
to streptomycin but susceptible to isoniazid, rifampin, and 
ethambutol. Of the remaining 177 isolates from the same 
survey, drug susceptibility testing was available for 127, of 
which only 13 (10.2%) were resistant to streptomycin. The 
M. tuberculosis Beijing strains in this survey were more 
likely to be resistant to streptomycin than were their non-
Beijing counterparts (p<0.001). Other researchers have 
suggested that M. tuberculosis Beijing strains may be asso-
ciated with drug resistance (9) and that the rapid spread of 
Beijing strains in some settings suggests an intrinsic viru-
lence of this family (10).

The combination of double alleles in several MIRU-
VNTR loci of 1 isolate suggests a mixed infection (11). 
The other 16 strains showed identical profiles in the 24 
MIRU-VNTR set: loci 154, 424, 577, 580, 802, 960, 1644, 
1955, 2059, 2163b, 2165, 2347, 2401, 2461, 2531, 2687, 
2996, 3007, 3171, 3192, 3690, 4052, 4156, and 4348 with 
the following profile: 244233342xx4425163353723. No 
amplification was achieved for loci 2163b and 2165, de-
spite 2 rounds of PCR for all 16 isolates. This common 
failure to amplify loci 2163b and 2165, which are close in 
the M. tuberculosis chromosome, might be explained by 
a chromosomal deletion in the strain responsible for this 
possible outbreak. Having a chromosomal deletion sup-
ports the hypothesis that all patients were infected by the 
same strain. However, other possible explanations such as 
nucleotide polymorphisms in the sequence complementary 
to PCR primers could not be excluded. Many studies have 
reported pseudo-outbreaks caused by laboratory cross-con-
tamination (12,13). This is not likely in the present study 
because almost all the specimens for primary culture were 
processed on different days over several months.

Mapping of patients’ residences and workplac-
es showed that many lived or worked (or both) in the  
Xwlacodji area of Cotonou (Figure). To further investigate 
this spatial cluster and a possible link between patients, 
we mapped a place they habitually frequented and found 
that most patronized the same drinking bar (Figure). Ten 
of the patients either lived or worked near the bar (<300 
m) or regularly visited it. Although no epidemiologic link 
was evident between these patients and the remaining 7 pa-
tients, most of the latter were motorcycle taxi drivers and 
regularly moved from place to place. 

Without GPS we could not have identified the geo-
graphic cluster of these patients with Beijing strains in 
Xwlacodji. The residents are poor, and overcrowding cre-
ates conditions favorable for transmission of diseases from 

person to person and rapid spread of the resistant M. tuber-
culosis Beijing strain.

Conclusions 
We cannot completely exclude the unlikely possibility 

that the patients were infected by different strains with the 
same MIRU-VNTR pattern. However, the 17 strains’ iden-
tical 24-loci MIRU-VNTR profile, with a probable deletion 
of the same 2 loci; the identical drug susceptibility pattern 
(monoresistant to streptomycin); and the fact that most pa-
tients resided in the same community as determined by GIS 
strongly suggest that these strains are part of an outbreak.

Generally, molecular tools are used to study TB trans-
mission and to suggest possible outbreaks. Although mo-
lecular tools can help identify an outbreak, they cannot 
localize it. GIS has rarely been used in health systems, 
particularly in resource-poor countries such as Benin (14). 
GIS tools might be dispensable in industrialized countries 
where streets and houses are properly mapped and pin-
pointing specific addresses is generally sufficient to local-
ize an outbreak. In many low-income settings, however, 
streets and houses are not properly numbered and mapped, 
and using GPS is necessary to gain access to accurate geo-
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Figure. Maps showing residences and workplaces of Mycobacterium 
tuberculosis patients in Xwlacodji, Cotonou, Benin, 2005–2006.
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coordinates and localize such outbreaks. In the absence of 
genetic methods, differentiating cases from the same route 
of transmission from others is difficult. However, GIS can 
help TB control practitioners identify areas with aggregate 
cases so they can institute appropriate measures to control 
the disease.

Acknowledgments
We thank V. Ritacco and P. Suykerbuyk for critically read-

ing the manuscript and for valuable suggestions.

This study was supported by the Directorate-General for De-
velopment and Cooperation of the Belgian Government through 
a framework agreement with the Institute of Tropical Medicine 
in Antwerp. This study was also partly supported by the Damien 
Foundation (Brussels, Belgium).

Dr Affolabi is a microbiologist and associate professor at the 
University of Abomey Calavi, Benin. His primary research activi-
ties include diagnostic microbiology and molecular epidemiology 
of mycobacteria.

References

  1. 	 Affolabi D, Anyo G, Faïhun F, Sanoussi N, Shamputa IC, Rigouts L, 
et al. First molecular epidemiological study of tuberculosis in Benin. 
Int J Tuberc Lung Dis. 2009;13:317–22.

  2. 	 Niobe-Eyangoh SN, Kuaban C, Sorlin P, Cunin P, Thonnon J, Sola 
C, et al. Genetic biodiversity of Mycobacterium tuberculosis com-
plex strains from patients with pulmonary tuberculosis in Cameroon. 
J Clin Microbiol. 2003;41:2547–53. DOI: 10.1128/JCM.41.6.2547-
2553.2003

  3. 	 Cadmus S, Palmer S, Okker M, Dale J, Gover K, Smith N, et al. 
Molecular analysis of human and bovine tubercle bacilli from a local 
setting in Nigeria. J Clin Microbiol. 2006;44:29–34. DOI: 10.1128/
JCM.44.1.29-34.2006

  4. 	 Godreuil S, Torrea G, Terru D, Chevenet F, Diagbouga S, Supply 
P, et al. First molecular epidemiology study of Mycobacterium tu-
berculosis in Burkina Faso. J Clin Microbiol. 2007;45:921–7. DOI: 
10.1128/JCM.01918-06

  5. 	 Supply P, Allix C, Lesjean S, Cardoso-Oelemann M, Rüsch-Gerdes 
S, Willery E, et al. Proposal for standardization of optimized my-
cobacterial interspersed repetitive unit-variable-number tandem 
repeat typing of Mycobacterium tuberculosis. J Clin Microbiol. 
2006;44:4498–510. DOI: 10.1128/JCM.01392-06

  6. 	 Goloubeva V, Lecocq M, Lassowsky P, Matthys F, Portaels F, Bas-
tian I. Evaluation of mycobacteria growth indicator tube for direct 
and indirect drug susceptibility testing of Mycobacterium tuber-
culosis from respiratory specimens in a Siberian prison hospital. J 
Clin Microbiol. 2001;39:1501–5. DOI: 10.1128/JCM.39.4.1501-
1505.2001

  7. 	 Canetti G, Fox W, Khomenko A, Malher HT, Menon NK, Mitchi-
son DA, et al. Advances in techniques of testing mycobacterial drug 
sensitivity and the use of sensitivity tests in tuberculosis control pro-
grammes. Bull World Health Organ. 1969;41:21–43.

  8. 	 Rieder HL, Van Deun A, Kam KM, Kim SJ, Chonde TM. Trébucq 
et al. Priorities for tuberculosis bacteriology services in low-income 
countries, 2nd ed. Paris: International Union Against Tuberculosis 
and Lung Disease; 2007.

  9. 	 European Concerted Action on New Generation Genetic Markers 
and Techniques for the Epidemiology and Control of Tuberculosis. 
Beijing/W genotype Mycobacterium tuberculosis and drug resis-
tance. Emerg Infect Dis. 2006;12:736–41.

10. 	 Hanekom M, van der Spuy GD, Gey van Pittius NC, McEvoy CR, 
Ndabambi SL, Victor TC, et al. Evidence that the spread of Myco-
bacterium tuberculosis strains with the Beijing genotype is human 
population dependent. J Clin Microbiol. 2007;45:2263–6. DOI: 
10.1128/JCM.02354-06

11. 	 Shamputa IC, Jugheli L, Sadradze N, Willery E, Portaels F, Supply 
P, et al. Mixed infection and clonal representativeness of a single 
sputum sample in tuberculosis patients from a penitentiary hospital 
in Georgia. Respir Res. 2006;7:99. DOI: 10.1186/1465-9921-7-99

12. 	 Cronin W, Rodriguez E, Valway S, Bur S, Hooper N, Smithwick R, 
et al. Pseudo-outbreak of tuberculosis in an acute-care general hos-
pital: epidemiology and clinical implications. Infect Control Hosp 
Epidemiol. 1998;19:345–7.

13. 	 Bearman G, Vaamonde C, Larone D, Drusin L, Zuccotti G. Pseudo-
outbreak of multidrug-resistant Mycobacterium tuberculosis asso-
ciated with presumed laboratory processing contamination. Infect 
Control Hosp Epidemiol. 2002;23:620–2. DOI: 10.1086/501982

14. 	 Tanser FC, Le Sueur D. The application of geographical information 
systems to important public health problems in Africa. Int J Health 
Geogr. 2002;1:4. DOI: 10.1186/1476-072X-1-4

Address for correspondence: Dissou Affolabi, Laboratoire de Référence 
des Mycobactéries, 01 BP 817, Cotonou, Bénin; email: affolabi_dissou@
yahoo.fr

	 Emerging Infectious Diseases • www.cdc.gov/eid • Vol. 15, No. 7, July 2009	 1125	




